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IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 



re application of: 

^J3a<ofS^vi ASHKENAZI, et al. 

Application Serial No. 09/997,573 

Filed: November 15, 2001 

For: SECRETED AND TRANSMEMBRANE 
POLYPEPTIDES AND NUCLEIC 
ACIDS ENCODING SAME 



Examiner: Hamud, Fozia 
Art Unit: 1647 
Confirmation No: 

Attorney's Docket No. 39780-2730 P1C45 
Customer No. 35489 



EXPRESS MAIL LABEL NO.: EV 765 982 338 US 
DATE MAILED: JANUARY 13, 2006 

ON APPEAL TO THE BOARD OF PATENT APPEALS AND 
INTERFERENCES APPELLANTS' BRIEF 



MAIL STOP APPEAL BRIEF - PATENTS 

Commissioner for Patents - 
P.O. Box 1450 

Alexandria, Virginia 22313-1450 
Dear Sir: 

This Appeal brief is filed in response to the Communication mailed on 
December 14, 2005 requiring the Appeal Brief to be compliant with the format requirements of 
37 C.F.R. §41 .37(c). An Appeal Brief was timely filed with the required fees and a 5 month 
Request for Extension of Time on September 23, 2005 in the above captioned patent application. 
A Final Office Action was mailed on November 24, 2004 and a Notice of Appeal was filed on 
February 24, 2005. Appellants hereby request consideration and appeal to the Board of Patent 
Appeals and Interferences fi^om the final rejection in this case. 
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In addition, Appellants request the PTO to take note of the Revocation and Power of 

Attorney and Change of Address filed on February 20, 2003, and kindly direct all future 

correspondence to the address indicated, i.e., to: 

CUSTOMER NO. 35489 

Ginger R. Dreger 
HELLER EHRMAN LLP 
275 Middlefield Road 
Menlo Park, California 94025 
Telephone: (650)324-7000 
Facsimile: (650)324-0638 

The following constitutes Appellants' Brief on Appeal. 



-2- 



1. REAL PARTY IN INTEREST 

The real party in interest is Genentech, Inc., South San Francisco, CaUfomia, by an 
assignment of the patent appHcation U.S. Serial No. 09/941,992 recorded November 16, 2001, at 
Reel 012176 and Frame 0450. 

2. RELATED APPEALS AND INTERFERENCES 

The claims pending in the current application are directed to a polypeptide referred to 
herein as "PR01375". There exists one related patent application, U.S. Serial No. 09/989,725, 
filed November 20, 2001 (containing claims directed to polynucleotides encoding PRO 13 75 
polypeptides). This application is also under final rejection from the same Examiner and based 
upon the same type of outstanding rejections, an appeal of these final rejections is being pursued 
independently and concurrently herewith. 

3. STATUS OF CLAIMS 

Claims 1 19-127 and 129-131 stand rejected in this application and Appellants appeal the 
rejection of these claims. Claim 128 was canceled. 

A copy of the rejected claims involved in the present Appeal is provided as Appendix A. 

4. STATUS OF AMENDMENTS 

There were no amendments submitted after final rejection. All previous amendments 
have been entered. 

5. SUMMARY OF CLAIMED SUBJECT MATTER 

The invention claimed in the present application is related to an isolated polypeptide 
comprising the amino acid sequence of the polypeptide of SEQ ID NO:418 referred to in the 
present application as "PR01375"; the amino acid sequence of the polypeptide of SEQ ID 
NO:418, lacking its associated signal peptide; or the amino acid sequence of the polypeptide 
encoded by the full-length coding sequence of the cDNA deposited under ATCC accession 
number 203115 (Claims 124-127 and 129). The PR01375 polypeptide was shown to induce 
proliferation of stimulated T-lymphocytes in a mixed lymphocyte reaction as compared to 




• 

controls (Example 151). The invention is further directed to polypeptides having at least 80%, 
85%, 90%, 95%, or 99% amino acid sequence identity to the amino acid sequence of the 
polypeptide of SEQ ID NO:418; the amino acid sequence of the polypeptide-of SEQ ID NO:418, 
lacking its associated signal peptide; or the amino acid sequence of the polypeptide encoded by 
the full-length coding sequence of the cDNA deposited under ATCC accession number 2031 15, 
wherein the polypeptide induces proUferation of stimulated T-lymphocytes in a mixed 
lymphocyte reaction (Claims 1 19-123). The invention is further directed to a chimeric 
polypeptide comprising one of the above polypeptides fused to a heterologous polypeptide 
(Claim 130), and to a chimeric polypeptide wherein the heterologous polypeptide is an epitope 
tag or an Fc region of an immunoglobulin (Claim 131). 

PRO polypeptide variants having at least about 80-90%) amino acid sequence identity 
with a full length PRO polypeptide sequence, or a PRO polypeptide sequence lacking the signal 
peptide are described in the specification at, for example, page 305-371, while percent amino 
acid sequence identity determination is described at, for example, page 306-308. Possible amino 
acid changes without changes in polypeptide activity are described at pages 372-373 of the 
specification and the amino acid substitution table is described in the specification at page 372, 
Table 6. The preparation of chimeric PRO polypeptides, including those wherein the 
heterologous polypeptide is an epitope tag or an Fc region of an immunoglobulin, is set forth in 
the specification at page 374, lines 24 to page 375, line 9. Examples 140-143 and page 376 
describe the expression of PRO polypeptides in various host cells, including E, coli, mammaUan 
cells, yeast and Baculo virus-infected insect cells. PRO 1375 is described as a polypeptide having 
homology to PUT2, putative protein 2 (page 40, line 9-13). 

The full-length PR01375 polypeptide having the amino acid sequence of SEQ ID 
NO:418 is described in the specification at, for example, page 40, lines 9-13, pages 275-277, in 
Figure 300, on page 31 1, line 23 onwards and in SEQ ID NO:418. The isolation of nucleic acids 
encoding PR01375 is described in the specification at, for example. Example 135, page 511 and 
also described in Figure 299 and in SEQ ID NO:417. The human cDNA for PR01375 is 
deposited as ATCC 2031 15. Page 302, lines 28-31 of the specification provides the description 
for Figures 299 and 300. 

Example 151 shows that PR01375 tested positive in the mixed lymphocyte reaction 
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(MLR) assay, demonstrating that PRO 13 75 is active as a stimulator of the prohferation of 
stimulated T-lymphocytes, and therefore would have utility in the treatment of conditions where 
the enhancement of an immune response would be beneficial, hi addition, Example 165 shows 
the ability of PRO 13 75 to stimulate an immune response and induce inflammation at the site of 
injection in the skin vascular permeability assay, using the hairless guinea pig injected with the 
Evans blue dye as a model system. 

6. GROUNDS OF REJECTION TO BE REVIEWED ON APPEAL 

1. Whether Claims 1 19-127, 129-131 should be accorded the priority of U.S. provisional 

application Serial No. 60/144758, filed July 20, 1999.. 
n. Whether the data generated in the MLR assay (Example 151) satisfies the utility 

requirement set forth in 35 U.S.C. § 101 and the "how to use" prong of the enablement 

requirement set forth in 35 U.S.C. § 1 12, first paragraph for the invention claimed in 

Claims 119, 127, 129, and 131. 
m. Whether the written description requirement of 35 U.S.C. § 1 12, first paragraph is 

satisfied for the invention claimed in Claims 1 19-127, 129-131. 
IV. Whether Claims 1 19-125, 129-131 are patentable under 35 U.S.C. §102(b) over 

WOOO/18904, (pubhshed June/2000); WO99/63088, (pubhshed September/1999); 

WOOO/00610, (pubhshed June/2000); WOOO/00506, (published June/2000). Further, 

whether Claims 119-127, 129-131 are patentable under 35 U.S.C. §102(a) over 

EPl 130094, (pubhshed September/2001). 

7. ARGUMENT 

Summary of the Arguments: 

Issue I: Priority 

The instant application has not been granted the earlier priority date on the grounds that 
"the 60/144,758 (apphcation) fails to provide an enabling disclosure for the claimed invention to 
satisfy the requirements under 35 U.S.C.§ 1 12, first paragraph, because it does not teach how one 
of ordinary skill in the art could use the claimed invention." (Page 3 of the Final Office Action 
mailed November 24, 2004). 
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Appellants submit that data derived from the mixed leukocyte reaction (MLR) assay was 
first disclosed in U. S. Apphcation Serial No. 60/144,758 filed July 20, 1999 for the claimed 
PRO 13 75 polypeptides. Appellants further submit that, the disclosure of U. S. Apphcation Serial 
No. 60/144,758 is sufficient to estabhsh patentable utihty for the claimed polypeptides for the 
same reasons discussed below under the section on Issue U: Utility/ Enablement. The claims 
currently pending are therefore entitled to the July 20, 1999, priority date of U.S. Provisional 
Application No. 60/144,758 in which the results of the MLR assay were first disclosed. 

Issue II: Utility/ Enablement 

Appellants submit that patentable utility for the PR01375 polypeptide is based upon the 
data derived from the mixed leukocyte reaction (MLR) assay. Example 151 shows that 
PR01375 tested positive in the mixed lymphocyte reaction (MLR) assay, demonstrating that 
PRO 13 75 is active as a stimulator of the proliferation of stimulated T-lymphocytes, and therefore 
has utility in the treatment of conditions where the enhancement of an immune response would 
be beneficial. The MLR assay is a well-established assay for evaluating test compounds for their 
ability to stimulate T-lymphocyte proliferation in vitro. At the priority date of the present 
application it was well known that stimulators of T-cell proliferation find utility in fighting viral 
infections, including retroviral infections, such as HIV infection or Epstein-Barr infection, as 
well as in the treatment of cancers such as melanoma. 

Appellants have also submitted with their Response filed August 5, 2004, the Declaration 
by Dr. Sherman Fong, a unquestionable expert in the field, which provides examples of 
important clinical applications for immune stimulants which have shown activity in a mixed 
lymphocyte reaction assay, such as the chemokine IL-12, which finds utility in the treatment of 
melanoma due to its ability to stimulate immune response. Dr. Fong states that "a PRO 
polypeptide shown to stimulate T-cell proliferation in the MLR assay of the present invention 
with an activity at least 180% of the control, as specified in the present apphcation, is expected to 
have the type of activity as that exhibited by IL-12, and would therefore find practical utility as 
an immune stimulant." 

Despite Dr. Fong*s unequivocal statement and the teachings of the present application, the 

Examiner has asserted that "the MLR is an in vitro model for allogenic reaction, this assay has 
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not been correlated with a specific disease or disorder. ... MLR is typically used for determining 
histocompatibility in a individual and as a test for immunocompetence of T cells in patients with 
immunodeficiency disorders.'* In support of this assertion, the Examiner has cited references by 
Kahan et al, Picotti et al and Campo et al The Examiner also takes issue with Dr. Pong's 
declaration and quotes Picotti et al and Nishioka et al. to show that "the fact that an agent 
stimulates or inhibits T-cells in the MLR assay, is not sufficient to explain the role of said agent 
in the immune system." (Page 5-6, Final Office Action mailed November 24, 2004). 

First of all, the evidentiary standard to be used throughout ex parte examination in setting 
forth a rejection is a preponderance of the totality of the evidence under consideration. Thus, to 
overcome the presumption of truth that an assertion of utility by the Appellant enjoys, the 
Examiner must establish that it is more likelv than not that one of ordinary skill in the art would 
doubt the truth of the statement of utility. Only after the Examiner has made a proper prima facie 
showing of lack of utility, does the burden of rebuttal shift to the Appellant. The Examiner has 
not shown that a lack of correlation tvpicallv exists between the results of the MLR assay in vitro 
and immunomodulatory activity in vivo by quoting the references Kahan et al, Picotti et al, 
Campo et al and Nishioka et al hi fact, Appellants submit that the teachings within Picotti et 
al, Campo et al and Nishioka et al support the Appellants' position that the in vitro MLR assay 
can and has been successfully used to identify compounds having immunomodulatory activity in 
vivo. Therefore, based on such teachings, one of ordinary skill in the art would find it 'more 
likely than not' that those molecules which test positive in the disclosed MLR assay would have 
real-world therapeutic utility as immunostimulants in vivo; that is, how to use the claimed 
polypeptides for the treatment of viral infections and cancer, without any undue experimentation. 
Thus the Patent Office has failed to meet its initial burden of proof that Appellants* claims of 
utility are not substantial or credible. 

Appellants add that the Examiner has misinterpreted the focus of the assay disclosed in 
the specification. The purpose of the assay is not to test the properties of the stimulator cells, as 
in a typical MLR assay, but to test the ability of a protein, such as PR01375, to enhance the 
expected response of the T cells, thus demonstrating general immunostimulant activity . 

Regarding the enablement rejection. Appellants note that the claimed variants, in addition 
to having at least 80% amino acid sequence identity to SEQ ED NO:418, also have the fimcfional 



-7- 



• 

recitation that " said polypeptide induces proliferation of stimulated T lymphocytes in a mixed 
lymphocyte reaction ." Thus the claimed variants all share the disclosed utility of the PRO 13 75 
polypeptide as an immunostimulant . The specification provides ample guidance to allow the 
skilled artisan to identify those polypeptide variants which meet the recitations of the claims, 
including a detailed protocol for the MLR assay. Accordingly, one of ordinary skill in the art 
would understand how to use the recited polypeptide variants without any undue 
experimentation. 

Accordingly, Appellants submit that the MLR assay suffices to provide patentable utility 
for the subject matter of the instant claims and that, in view of this, one of skill in the art would 
know exactly how to use the claimed polypeptides, for instance, in the treatment of viral 
infections or cancer, without any undue experimentation. 

Issue III: Written description 

Claims 119-131 stand rejected under 35 U.S.C. §1 12, first paragraph, because allegedly 
"although the specification describes the structure of the polypeptide of SEQ ID NO: 418, the 
skilledartisan would not be able to visualize the structure of the polypeptides having at least 80%, 
85%, 90%, 95% or 99% identical to the polypeptide of SEQ ID NO:418 because the specification 
does not describe the structure of a variant of the polypeptide of SEQ ID NO: 418 that retains the 
desired activity." (Pages 8-9 of the Final Office Action mailed November 24, 2004). 

Contrary to the Examiner's position, the specification provides ample guidance to allow 
the skilled artisan to identify those polypeptide variants which meet the recitations of the claims, 
including a detailed protocol for the MLR assay. The specification also provides detailed 
guidance as to how to identify and make polypeptides having at least 80% amino acid sequence 
identity to PR01375 (SEQ ID NO:418). Accordingly, one of ordinary skill in the art would 
know that Appellants had possession of the recited polypeptide variants. 
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Issue IV: Anticipation by (i) WOOO/18904, WO99/63088. WOOO/00610, WOOQ/00506 and 
further, by (ii) EPl 130094 

(i) Claims 119-127 and 129-131 stand rejected under 35 U.S.C. §102(a) as being 
anticipated by WOOO/18904, (published June/2000); WO99/63088, (published September/1999); 
WOOO/00610, (published June/2000); WOOO/00506, (published June/2000). 

(ii) Claims 1 19-127 and 129-131 stand further rejected under 35 U.S.C. §102(a) as being 
anticipated by EPl 130094, (pubHshed September/2001). 

As discussed above, the instant application is entitled to at least an effective filing date of 
July 20, 1999. 

Based on the effective filing date of July 20, 1999 for the instant application, which is 
over six months before the pubhcation date of WOOO/18904, WOOO/00610, WOOO/00506, and at 
least one month before the pubhcation date of WO99/63088, none of these cited references are 
prior art. Similarly, the effective filing date of July 20, 1999 for the instant application is over six 
months before the publication date of EPl 130094, which therefore, is also not prior art. 

Accordingly, the instant claims are not anticipated by the above referenced art. 

These arguments are all discussed in further detail below under the appropriate headings. 

Detailed Arguments: 

ISSUE I: U.S. Provisional Application No. 60/144.758 Satisfies the Utility Requirement of 35 
U.S.C. § 101 and the Enablement Requirement of 35 U.S.C. § 112. First Paragraph based on 
the results of the MLR assay 

Appellants have asserted that U.S. Provisional Application No. 60/144,758, filed July 20, 
1999 first disclosed stimulatory activity in the mixed leukocyte reaction (MLR) assay, and that 
the data generated in the MLR assay (shown in Example 151 of the instant specification) 
establishes patentable utility for the claimed PRO 1375 polypeptides. The Examiner has asserted 
that "the 60/144,758 (appUcation) fails to provide an enabling disclosure for the claimed 
invention to satisfy the requirements under 35 U.S.C.§ 1 12, first paragraph, because it does not 
teach how one of ordinary skill in the art could use the claimed invention." (Page 3 of the Final 
Office Action mailed November 24, 2004). 
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Appellants strongly disagree and submit that, for the same detailed reasons set forth 
below under Issue n for Utility/ Enablement (whose arguments are incorporated by reference 
herein), the resuUs of the MLR assay for PRO 13 75 in the specification of the provisional U.S. 
Application No. 60/144,758, provides at least one credible, substantial and specific asserted 
utility for the claimed PR01375 polypeptides under 35 U.S.C. §101/§1 12, first paragraph. 
Accordingly, Appellants submit that the subject matter of the instant claims should be entitled to 
an effective priority date of July 20, 1999 , the filing date of U.S. Provisional Application No. 
60/144,758. 

ISSUE II: The Data Generated in the MLR Assay Satisfies the Utility Requirement of 35 
U.S.C S 101/ $ 112, First Paragraph for Claims 119-127 and 129-131 

Appellants submit that the results of the MLR assay in the instant specification (and in 
the priority provisional application No. 60/144,758) provides at least one credible, substanfial 
and specific asserted utility for the claimed PR01375 polypeptides under 35 U.S.C. §101/§1 12, 
first paragraph. 

A. The Legal Standard for Utility 

According to 35 U.S.C. § 101: 

Whoever invents or discovers any new and useful process, machine, manufacture, or 
composition of matter, or any new and useful improvement thereof, may obtain a 
patent therefor, subject to the conditions and requirements of this titie. (Emphasis 
added.) 

Li interpreting the utility requirement, in Brenner v. Manson^ the Supreme Court held that 
the quid pro quo contemplated by the U.S. Constitution between the public interest and the 
interest of the inventors required that a patent Appellant disclose a "substantial utility" for his or 
her invention, i.e. a utility "where specific benefit exists in currently available form." The Court 
concluded that "a patent is not a hunting license. It is not a reward for the search, but 



^ Brenner v. Manson. 383 U.S. 519, 148 U.S.P.Q. (BNA) 689 (1966). 
2 Id. at 534, 148 U.S.P.Q. (BNA) at 695. 
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compensation for its successful conclusion. A patent system must be related to the world of 
commerce rather than the realm of philosophy."^ 

Later, in Nelson v. Bowler the C.C.P.A. acknowledged that tests evidencing 
phamiacological activity of a compound may establish practical utility, even though they may not 
establish a specific therapeutic use. The court held that "since it is crucial to provide researchers 
with an incentive to disclose pharmaceutical activities in as many compounds as possible, we 
conclude adequate proof of any such activity constitutes a showing of practical utiUty."^ 

Li Cross V. lizuka^ the C.A.F.C. reaffirmed Nelson, and added that in vitro results might 
be sufficient to support practical utility, explaining that vitro testing, in general, is relatively 
less complex, less time consuming, and less expensive than in vivo testing. Moreover, in vitro 
results with the particular pharmacological activity are generally predictive of in vivo test results, 
i.e. there is a reasonable correlation there between."^ The court perceived "No insurmountable 
difficulty" in finding that, under appropriate circumstances, "in vitro testing, may establish a 

Q 

practical utility." 

Furthermore, M.P.E.P. 2107.03 (HI) states that: 

"If reasonably correlated to the particular therapeutic or pharmacological utility, data 
generated using in vitro assays, or from testing in an animal model or a combination 
thereof almost invariably will be sufficient to establish therapeutic or pharmacological 
utility for a compound, composition or process." 

Thus, the legal standard accepts that in vitro or animal model data is acceptable utility as 
long as the data is "reasonably correlated" to the pharmacological utility described. 



^ M at 536, 148 U.S.P.Q. (BNA) at 696. 

^ Nelson v. Bowler, 626 F.2d 853, 206 U.S.P.Q. (BNA) 881 (C.C.P.A. 1980). 
^ Id. at 856, 206 U.S.P.Q. (BNA) at 883. 

^ Cross V. lizuka, 753 F.2d 1047, 224 U.S.P.Q. (BNA) 739 (Fed. Cir. 1985). 
^ Id. at 1050, 224 U.S.P.Q. (BNA) at 747. 




The case law has. also clearly established that Appellants' statements of utility are usually 
sufficient, unless such statement of utility is unbelievable on its face.^ The PTO has the initial 
burden to prove that Appellants' claims of usefulness are not believable on their face.*^ In 
general, an Appellant's assertion of utility creates a presumption of utility that will be sufficient 
to satisfy the utility requirement of 35 U.S.C. §101, "unless there is a reason for one skilled in the 
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art to question the objective truth of the statement of utility or its scope." ' 

Compliance with 35 U.S.C. §101 is a question of fact.^^ The evidentiary standard to be 
used throughout ex parte examination in setting forth a rejection is a preponderance of the 
totality of the evidence under consideration.^"^ Thus, to overcome the presumption of truth that 
an assertion of utility by the Appellant enjoys, the Examiner must establish that it is more likely 
than not that one of ordinary skill in the art would doubt the truth of the statement of utility. 
Only after the Examiner made a proper prima facie showing of lack of utility, does the burden of 
rebuttal shift to the Appellant. The issue will then be decided on the totality of evidence. 

The well established case law is clearly reflected in the Utility Examination Guidelines 
("Utility Guidelines") which acknowledge that an invention complies with the utiUty 
requirement of 35 U.S.C. §101, if it has at least one asserted "specific, substantial, and credible 
utility" or a "well-established utility." Under the Utility Guidelines, a utiHty is "specific" when it 
is particular to the subject matter claimed. For example, it is generally not enough to state that a 



^ In re Gazave, 379 F.2d 973, 154 U.S.P.Q. (BNA) 92 (C.C.P.A. 1967). 
''Ibid. 

In reLanger, 503 F.2d 1380,1391, 183 U.S.P.Q. (BNA) 288, 297 (C.C.P.A. 1974). 

See also In reJolles, 628 F.2d 1322, 206 U.S.P.Q. 885 (C.C.P.A. 1980); /« re Irons, 
340 F.2d 974, 144 U.S.P.Q. 351 (1965); In re Sichert, 566 F.2dll54, 1159, 196 U.S.P.Q. 209, 
212-13 (C.C.P.A. 1977). 

Raytheon v. Roper, 724 F.2d 951, 956, 220 U.S.P.Q. (BNA) 592, 596 (Fed. Cir. 1983) 
cert, denied, 469 US 835 (1984), 

In re Oetiker, 977 F.2d 1443, 1445, 24 U.S.P.Q.2d (BNA) 1443, 1444 (Fed. Cir. 

1992). 

66 Fed. Reg. 1092 (2001). 
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nucleic acid is useful as a diagnostic without also identifying the conditions that are to be 
diagnosed. 

In explaining the "substantial utility" standard, M.P.E.P. §2107.01 cautions, however, that 
Office personnel must be careful not to interpret the phrase "immediate benefit to the public" or 
similar formulations used in certain court decisions to mean that products or services based on 
the claimed invention must be "currently available" to the public in order to satisfy the utility 
requirement. "Rather, any reasonable use that an Appellant has identified for the invention that 
can be viewed as providing a public benefit should be accepted as sufficient, at least with regard 
to defining a ^substantial' utility."^ ^ Indeed, the Guidelines for Examination of Apphcations for 
Compliance With the Utility Requirement,^^ gives the following instruction to patent examiners: 
"If the Appellant has asserted that the claimed invention is useful for any particular practical 
purpose ... and the assertion would be considered credible by a person of ordinary skill in the 
art, do not impose a rejection based on lack of utility." 

B. Proper Application of the Legal Standard 

Appellants submit that the mixed lymphocyte reaction (MLR) assay described in 
Example 151 is sufficient to estabUsh patentable utility under 35 U.S.C. §101 for the PR01375 
polypeptides. The positive result for PR01375 in the MLR assay, described in Example 151, at 
pages 525 of the specification, demonstrates that PR01375 is active as a stimulator of the 
proliferation of stimulated T-lymphocytes. 

The MLR was a well-established assay at the priority date of the present application for 
evaluating test compounds, such as the PRO 1375 polypeptide, for their ability to stimulate T- 
lymphocyte proliferation in vitro, and consequently, for assessing the immune response of an 
individual. The MLR assay is well-described in standard textbooks, including, for example. 
Current Protocols in Immunology, unit 3.12; edited by J E Coligan, A M Kruisbeek, D H 
Marglies, E M Shevach, W Strober, National Institutes of Health, Published by John Wiley & 
Sons, Inc. (1991) which is referenced in Example 151, the entire content of which is expressly 



16 



M.P.E.P. §2107.01. 



17 



M.P.E.P. §2107 n (B)(1). 
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incorporated by reference into the disclosure of the present appHcation (see page 525). In brief, in 
this method, an immune response results upon mixing T-cells from antigenically distinct 
individuals under cell culture conditions. An MLR reaction can be monitored quantitatively by, 
for example, following the incorporation of tritiated thymidine during DNA synthesis, or by 
observing blast formation, or by other methods well known in the art. 

According to the specification, positive increases over control in this assay are considered 
to be positive results, with increases of greater than or equal to 180% being preferred. However, 
any value greater than control indicates a stimulatory effect for the test protein. PRO 13 75 (SEQ 
ID NO: 418) tested positive in this assay, using the described criteria. Example 151 further 
explains that compounds which stimulate proHferation of lymphocytes in this assay '*are useful 
therapeutically where enhancement of an immune response is beneficial." Accordingly, 
PR01375 has utility in the treatment of conditions where the stimulation of lymphocyte 
proliferation would be desirable. 

In further support of utility based upon the MLR assay, Appellants have submitted (with 
their Response filed August 5, 2004) the Declaration of Sherman Fong, Ph.D. Dr. Fong is an 
inventor of the above-identified patent application, and an experienced scientist familiar with the 
MLR assay, which was used by him and others under his supervision, to test the immune 
stimulatory or immune inhibitory activity of novel polypeptides discovered in Genentech's 
Secreted Protein Discovery Initiative project, including PR01375. 

The Fong Declaration explains how the MLR reaction was performed in the instant 
appUcation using peripheral blood mononuclear cells (PBMCs), which contain responder T-cells, 
and allogenic, pre-treated (irradiated) PBMCs, which predominantly contained dendritic cells. 
Dr. Fong proceeds to explain (paragraph 7 of the Declaration) that dendritic cells are potent 
antigen-presenting cells that are able to **prime native T cells in vivo" Once activated by 
dendritic cells, the T-cells are capable of interacting with other antigen-presenting cells (B cells 
and macrophages) to produce additional immune responses from these cells. 

As Dr. Fong states, the MLR assay of the present application 

is designed to measure the ability of a test substance to "drive" the dendritic cells 
to induce the proliferation of T-cells that are activated, or co-stimulated in the 
MLR, and thus identifies immune stimulants that can boost the immune system to 
respond to a particular antigen that may not have been immunologically active 
previously. (Paragraph 8 of the Fong Declaration.) 
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As Dr. Fong emphasizes that, immunostimulants are important and highly desirable in the 
treatment of cancer and in enhancing the effectiveness of previously identified treatments for 
cancer. Supportive evidence for this teaching comes from the art such as Steinman et al. 
(submitted as Exhibit B with the Amendment filed August 5, 2004) who state that .medicine 
needs therapies that enhance immunity or resistance to infections and tumors" (page 1, 
column 1, line 7; emphasis added). 

In paragraph 9 of his Declaration, Dr. Fong provides examples of important clinical 
applications for immune stimulants which have been shown to stimulate T-cell proliferation in 
the MLR assay. As Dr. Fong explains, 

"IL-12 is a known immune stimulant, which has been shown to stimulate T-cell 
proliferation in the MLR assay. IL-12 was first identified in just such an MLR 
[Gubler et al PNAS 88 , 4143 (1991) (Exhibit C)]. In a recent cancer vaccine 
trial, researchers from the University of Chicago and Genetics Institute 
(Cambridge, MA) have demonstrated the efficacy of the approach, relying on the 
immune stimulatory activity of IL-12, for the treatment of melanoma. [Peterson et 
al Journal of Clinical Oncologv 21 (12). 2342-48 (2003) (Exhibit D)] They 
extracted circulating white blood cells carrying one or more markers of melanoma 
cells, isolated the antigen, and returned them to the patients. Normally patients 
would not have an immune response to his or her own human antigens. The 
patients were then treated with different doses of IL-12, an immune stimulant 
capable of inducing the proHferation of T cells that have been co-stimulated by 
dendritic cells. Due to the immune stimulatory effect of IL-12, the treatment 
provided superior results in comparison to earlier work, where patients' own 
dendritic cells were prepared from peripheral blood mononuclear cells (PBMCs), 
treated with antigens, then cultured in vitro and returned to the patient to stimulate 
anti-cancer response. [Thumer et al J. Exp. Med. 190 (1 1), 1669-78 (1999) 
(Exhibit E)]." 

Dr. Fong concludes that (paragraph 10): 

It is my considered scientific opinion that a PRO polypeptide shown to stimulate 
T-cell proliferation in the MLR assay of the present invention with an activity at 
least 180% of the control, as specified in the present application, is expected to 
have the type of activity as that exhibited by IL-12, and would therefore find 
practical utility as an immune stimulant." 

Accordingly, the positive results obtained in this assay clearly establish the 
immunostimulant utility for the PR01375 polypeptides claimed in the present apphcation, and 
the specification, in turn, enables one skilled in the art to use the compounds for the asserted 



purpose. 
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c. 



A prima facie case of lack of utility has not been established 



As a preliminary matter, Appellants submit that, the evidentiary standard to be used 
throughout ex parte examination of a patent application is a preponderance of the totality of the 
evidence under consideration. Accordingly, Appellants submit that in order to overcome the 
presumption of truth that an assertion of utility by the applicant enjoys, the Examiner must 
estabhsh that it is more likely than not that one of ordinary skill in the art would doubt the truth 
of the statement of utility. With respect to asserted therapeutic utilities based upon in vitro data, 
an applicant "does not have to prove that a correlation exists between a particular activity and an 
asserted therapeutic use of a compound as a matter of statistical certainty" (M.P.E.P. 2107.03.). 
The law requires only that one skilled in the art should accept that such a correlation is more 
likely than not to exist. Appellants respectfully submit that when the proper evidentiary 
standard is applied, a correlation must be acknowledged. 

(i) An in vitro assay like the MLR assay is useful for identifying compounds with 
immunomodulatory activity in vivo 

The Examiner alleges that the fact situation in Cross et al v. lizuka et al is different from 
the fact pattem of the instant case because Cross et al v. lizuka et al discloses imidazole 
derivative compounds which inhibit synthesis of thromoxane synthetase, an enzyme involved in 
platelet aggregation. The Examiner adds that platelet aggregation is associated with several 
deleterious conditions in mammals such as platelet thrombosis, puhnonary vasconstriction, etc. 
The Examiner alleges that, on the other hand, the instant case "(t)he MLR is an in vitro model for 
allogenic reaction, this assay has not been correlated with a specific diseases or disorder." (Page 
5 of the Final Office Action mailed November 24, 2004). Regarding the Appellants previous 
assertion that "PRO 13 75 is active as a stimulator of the proliferation of stimulated T- 
lymphocytes, and therefore would have utility in the treatment of conditions where the 
enhancement of an immune response would be beneficial," the Examiner alleges that "(the) 
instant specification has not established a correlation between the claimed nucleic acid or the 
encoded protein and any of the above mentioned disorders. The specification has not shoWn that 
the protein of the instant invention has been used to treat any of these diseases." Appellants 
strongly disagree. 
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First of all, Appellants submit that the fact situation in Cross et al v. lizuka et al is 
entirely applicable to the instant case since, and as will be apparent in the discussions below. 
Appellants assert utility for PRO 1375 as an immunostimulant that is useful in treating several 
disease conditions where the enhancement of an immune response would be beneficial, including 
but not limited to, viral infections, including retroviral infections like HIV or Epstein-Barr 
infections, as well as in the treatment of cancers such as melanoma. Appellants submit that the 
teachings of the specification should be evaluated through the eyes of one skilled in the pertinent 
art at the effective filing date of the present application. For instance, in 1998, well before the 
effective filing date of July 20. 1999 of the instant application, it was well known in the art as it 
is today that, T-cells were highly important in the body's natural defense mechanisms for fighting 
infections. For example, viral infections, such as HIV infection, were well known to result in a 
reduced T cell count. Indeed, the count of T-cell lymphocytes was a generally accepted measure 
for the extent and seriousness of an HIV infection and resultant AIDS. Accordingly, stimulators 
of T-cell proHferation were ''reasonably correlated" to the art- accepted, pharmacological utility 
of fighting viral infections, including retroviral infections such as HIV infections or Epstein-Barr 
infections. 

It was also well known at the time of filing that T cells could recognize tumor antigens 
and kill tumors. See, for example. Thumer et al, J. Exp. Med. 190:1669-1678 (1999) (submitted 
as Exhibit E with the Fong declaration filed August 5, 2004), which describes experimental 
procedures designed to treat melanoma by boosting the immune response. Accordingly, 
immunostimulant molecules such as PRO 13 75 would have an art-accepted utility in the 
treatment of cancers such as melanoma. 

Appellants fiirther submit that the legal standard accepts in vitro results as a 
demonstration of utility, as long as the data is "reasonably correlated" to the pharmacological 
utihty described (for details, see Legal Standard above). For instance, M.P.E.P. 2107.03 (HI) 
states that: 

"If reasonably correlated to the particular therapeutic or pharmacological utility, data 
generated using in vitro assays, or from testing in an animal model or a combination 
thereof almost invariably will be sufficient to establish therapeutic or pharmacological 
utility for a compound, composition or process." 
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Thus, the data derived from the MLR assay is "reasonably correlated" to at least one asserted 
pharmacological utility in diseases such as, in the treatment of HIV or Epstein Barr infections or 
in the destruction of tumors in various cancers, and meets the utility standards. The art 
recognizes that the MLR assay is an in vitro assay useful for identifying compounds with 
immunomodulatory activity in vivo, 

(ii) The art in fact supports the Appellants* position that an MLR result is useful for 
identiMng compounds with immunomodulatory activity in vivo 

The Examiner asserts on Page 5-6 that "the state of the art is such that no in-vitro immune 
assay predicts or correlates with in vivo immunosuppressive efficiency". In support of these 
assertions, the Examiner has cited references by Kahan et al., Picotti et aL and Campo et aL 

Appellants respectfully disagree. All three references, Kahan et aL, Picotti et aL and 
Campo aL, study allograft rejections and immunosuppression of graft rejection using test 
compounds studied in vitro. Appellants submit that the Examiner has not correctly characterized 
the teachings of Kahan et aL, Picotti et aL and Campo et aL These references, in combination 
with those cited by Appellants, in fact demonstrate that the art as a whole recognizes that the 
mixed lymphocyte reaction (MLR) is in fact a widely used in vitro assay for identifying 
immunomodulatory compounds. 

For instance, the Examiner cited Picotti et aL as demonstrating that "IL-12 enhances 
alloantigen-specific immune function as determined by MLC, but this result in vitro does not 
result in a measurable response in vivo (i.e. failure to accelerate graft rejection) see p 1459." 

Appellants note that the asserted utility of PR01375 is not to accelerate allograft 
rejection, which is hardly a process that medical practitioners would wish to accelerate. Thus the 
fact that JL-12 does not accelerate allograft rejection in vivo is not relevant to the utility of 
PRO 13 75. More importantly, Appellants draw the Board's attention to the fact that the failure of 
IL-12 to accelerate allograft rejection in vivo is not necessarily an indication that IL-12 does not 
possess general immunostimulant properties in vivo. For example, Picotti et aL confirm that "IL- 
12 is also a key cytokine involved in promoting cell mediated immune responses in vivo" (page 
1459, col. 1). Thus, the fact that a molecule such as IL-12, which is a known immunostimulant 
in vivo, does not accelerate graft rejection supports Appellants' argument that graft rejection is a 
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specific pathway that does not necessarily reflect general immunoregulatory function . Picotti et 
al too draw a similar conclusion, suggesting that "the magnitude of Thl -driven alloimmune 
response may not correlate directly to the severity of graft rejection," perhaps because Th2-driven 
immune responses are more relevant to graft rejection (page 1459, col. 2). Therefore, Picotti et 
al, provides evidence that a molecule which does not show in vivo activity in a specific graft 
versus host interactive pathway may still have general immunomodulatory activity. 

The Examiner has flirther asserted that Campo et al "demonstrate that while zinc 
suppresses alloreactivity in MLC, it does not decrease T-cell proliferation in vitro nor produce 
immunosuppressive effects in vivo'' (Page 5 of the Final Office Action mailed November 24, 
2004). 

Appellants respectfiiUy point out that the Examiner has misinterpreted this statement, due 
to the fact that the authors refer to two different types of immunosuppressive effects . Campo et 
al set out to look for an inhibitor of MHC in vitro which would have the fewest side effects in 
vivo (see Abstract). The authors note that high concentrations of zinc "impair all T cell and 
monocyte function" (page 20; emphasis added). The authors took this impairment as an indicator 
of toxicity, and therefore intentionally used concentrations of zinc below that at which all T-cell 
flinction was impaired, in order to identify a concentration range that would not result in toxic 
effects. However, that does not mean that Campo et al found zinc to have no immuno- 
suppressive activity in vivo, hi fact, the authors conclude, based upon their MLC results, that 
"zinc could become an immunosuppressant in transplantation medicine without toxic side 
effects" (page 21; emphasis added). Thus Campo et al supports Appellants' position that those 
of skill in the art would interpret the results of MLC assays as having physiological relevance. 

In fact, Appellants note that the Examiner has failed to point out several instances within 
these cited references wherein the authors stated that the MLR is an important method with a 
good predictive value . For example, Campo et al teach that "the human mixed lymphocyte 
culture (MLC) is an important method to test donor-recipient compatibility in bone marrow 
transplantation. It could be shown that cytokine release, especially IFN-7, has a very good 
predictive value with regard to the transplantation outcome, as cytokines play a major role in 
the generation of an alloreactive immune response and for the induction of graft rejection in 
vivo Landolfo et al inhibited T-cell reactivity by the addition of anti-IFN-7both in vitro and 
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in vivo" (see page 18; emphasis added). Further, Picotti et al showed that the IL-12Rj81 subunit 
was critical for IL-12 driven enhanced alloimmune response in vitro and in vivo (see abstract). 
Thus, while there are instances of unpredictability using the MLR assay, there are many studies 
showing predictable results, including studies from Picotti, Landolfo and the IFN-7 study. 
Finally, Campo et al teaches that "cyclosporin A, FK506, and other substances are used to 
prevent graft rejection. In vitro experiments revealed an inhibition of the MLC" (page 16). 
Thus the teachings of Campo et al confirm that inhibition of the MLR is observed for known 
immunoinhibitory molecules, that are in actual clinical use . 

Thus, in fact, references Picotti et al and Campo et al support the Appellants' position 
that it is more likely than not that the in vitro MLR assay can be successfully used to identify 
compounds having immunomodulatory activity in vivo, 

(Hi) The specification provides sufficient detail to enable one of ordinary skill in the art 
to conclude that the instant MLR assay is useful to identify compounds havin2 immuno- 
modulatory activity in vivo 

The Examiner has further asserted on Page 6 of the Final Office Action that "(t)he instant 
specification fails to provide sufficient detail of the assay which was performed and fails to 
provide any data whatsoever in order for one of ordinary skill in the art, to evaluate the 
conclusion that lymphocyte proliferation was stimulated by the claimed invention." 

Appellants respectfully submit that the specification clearly discloses that PR01375 
tested positive in the MLR assay. Further, the teachings of the specification should be evaluated 
through the eyes of one skilled in the pertinent art at the effective filing date of the present 
appHcation. For instance, in 1998, well before the effective filing date of July 20, 1999 of the 
instant application, it was well known in the art as it is today that, T-cells were highly important 
in the body's natural defense mechanisms for fighting infections. For example, viral infections, 
such as HIV infection, were well known to result in a reduced T cell count. It was also well 
known at the time of filing that T cells could recognize tumor antigens and kill tumors. The Fong 
Declaration reinforces the teachings of the specification that a PRO polypeptide with an activity 
in the MLR assay of at least 180% of the control is expected to have the type of activity exhibited 
by IL-12, and would therefore find practical utility as an immune stimulant. Therefore, one of 

-20- 



ordinary skill in the art would understand that any molecule showing immunostimulant activity 
as measured in the MLR assay, would be useful in the treatment of conditions where the 
stimulation of lymphocyte proliferation would be desirable, including viral infections such as 
HIV and Epstein-Barr, and cancers such as melanoma based on references cited in the art, 
including the Examiner cited references like Picotti et al and Campo et al 

The Examiner also makes detailed arguments regarding the instant MLR controls and 
MLR's use in only determining histocompatibility. On Page 5-6 the Examiner says, "MLR is 
typically used for determining histocompatibility in an individual and as a test for 
immunocompetence of T cells in patients with immunodeficiency disorders," 

Appellants note that the MLR assay also depends upon the interactions of T lymphocytes 
with other cells, in particular, with the stimulator cells used in the described MLR protocol, as 
explained in the Fong declaration, and as shown in MLR assays performed within the Examiner 
cited references like Picotti et al and Nishioka al T cells cooperate with antigen presenting 
cells like dendritic cells in vivo, which are the most potent antigen presenting cells, and are the 
predominant cell type found in the irradiated stimulator cell population as explained in the Fong 
Declaration (see paragraphs 5-6). Thus the MLR assay can and does measure the interaction of 
T-lymphocytes with other cells as well, and does not only measure histocompatibility of 
individuals. 

Further, Appellants add that the Examiner appears to have misinterpreted the intent of the 
MLR assay in the instant application. The mixing of the stimulator and responder cells in the 
instant MLR is expected to lead to T cell proliferation even in the absence of any test protein. 
However, the point of the assay is to measure the extent to which the test protein can enhance the 
expected proliferation of the stimulated T cells. 

The Examiner's misunderstanding of the instant MLR assay is further demonstrated in the 
Examiner's discussion of "controls" (page 6, last paragraph of the Final Office Action mailed 
November 24, 2004). The Examiner has asserted that "(t)here are several controls which the art 
recognizes as being essential for meaningful results for this assay, including autologous controls, 
a control to determine maximum response, screening for possible HLA antibodies and growth 
support capabilities. There is known inherent variability of individual cellular responses from day 
to day, which would clearly dictate the need for internal controls." 
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Appellants submit that these controls are only needed when the purpose of carrying out 
the MLR assay is to evaluate the properties of the stimulator cells. The purpose of the assay 
disclosed in the instant specification, as discussed above, is to characterize, not the stimulator 
cells, but the test proteins , such as PRO 13 75. The precise extent to which the stimulator cells 
stimulate the responder cells is not significant; what matters is the degree to which the test 
protein increases this response. The extent to which the test protein increases the response of the 
T cells is measured by comparison to a negative control reaction, which uses either cell culture 
medium, or a non immunostimulant molecule, CD4-IgG, as a negative control. Because the 
response in the test reaction is compared to a negative control reaction, and because both 
reactions use the same stimulator and responder cells at the same time, additional controls to 
determine the precise properties of these cells are not required . 

In summary, Appellants respectfully submit that the Examiner has not shown that a lack 
of correlation typically exists between results of the MLR assay in vitro and immunomodulatory 
activity in vivo. In fact, references Picotti et al and Campo et aL support the Appellants' position 
that it is more likely than not that the in vitro MLR assay can be successfully used to identify 
compounds having immunomodulatory activity in vivo. Therefore, the Patent Office has failed to 
meet its initial burden of proof that Appellants' claims of utility are not substantial or credible. 

D. The Fong Declaration supports "real world" utility for proteins that test 
positive in the MLR assay 

The Examiner asserted that "Dr. Pong's Declaration is fully considered, but is not 
effective to overcome the rejection. ...under 35 U.S.C. 101/1 12, first paragraph". 

Appellants strongly disagree. The case law has clearly estabHshed that in considering 
affidavit evidence, the Examiner must consider all of the evidence of record anew.^^ "After 
evidence or argument is submitted by the Appellant in response, patentability is determined on 
the totality of the record, by a preponderance of the evidence with due consideration to 



In reRinehart, 531 F.2d 1084, 189 U.S.P.Q. 143 (C.C.P.A. 1976) and/« rePiasecki, 
745 F.2d. 1015, 226 U.S.P.Q. 881 (Fed. Cir. 1985). 
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persuasiveness of argument"*^ Furthermore, the Federal Court of Appeals held in In re Alton, 
"We are aware of no reason why opinion evidence relating to a fact issue should not be 
considered by an examiner"^^. Appellants also respectfully draw the Board's attention to the 
Utility Examination Guidelines^' which state, "Office personnel must accept an opinion from a 
qualified expert that is based upon relevant facts whose accuracy is not being questioned; it is 
improper to disregard the opinion solely because of a disagreement over the significance or 
meaning of the facts offered." Thus, barring evidence to the contrary, Appellants maintain that 
the positive result for PRO 13 75 in the MLR assay is significant , and forms the basis for the 
utility claimed herein. 

Further, the Examiner adds that "the MLR assay in itself is not predictive of an in vivo 
immune response, as was shown by Picotti et aV While the Examiner acknowledges on page 
12, line 2 of the Final Office action that "(i)t is also correct that IL-12 is known to be an 
important immune stimulator with clinical applications and that it was first identified in an MLR 
assay," the Examiner later adds that, "there are discrepancies of the effect of IL-2 on MLR assay 
depending on what stimulator is used." The Examiner cites Nishioka et al as stating "EL- 12 
effects differentially in human or mice cellular immunity in MLR stimulated by dendritic cells. 
Although IL-12 is shown to suppress MLR in mice, IL-12 stimulates MLR in humans." Thus, 
the Examiner concludes that "the effect of IL-12 in the MLR assay alone was not sufficient to 
elucidate the role of this cytokine in the immune system." (Page 12 of the Final Office Action 
mailed November 24, 2004). 

As discussed above, Picotti et al in fact provides supportive evidence and confirms that 
that a given molecule (like IL-12) that may not accelerate allograft rejection in vivo may still 
possess properties of a general immunostimulant in cell mediated immune responses in vivo (see 
page 1459, col.l). Therefore, Picotti et al is not an appropriate reference for rejecting the Fong 
declaration. 

In re Alton, 37 U.S.P.Q.2d 1578 (Fed. Cir 1966) at 1584 quoting /« re Oetiker, 977 
F.2d 1443, 1445, 24 U.S.P.Q.2d 1443, 1444 (Fed. Cir. 1992)). 

In re Alton, supra. 

Part nB, 66 Fed. Reg. 1098 (2001). 
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Morever, regarding the rejection of the Fong declaration based on Nishioka et aL, 
Appellants submit that the Nishioka et al also provides supportive evidence for the Appellants' 
position that the art as a whole recognizes that the mixed lymphocyte reaction (MLR) is in fact a 
widely used in vitro assay for identifying immunomodulatory compounds. For instance, 
Nishioka et al. themselves provide compelling reasons for the observed discrepancies that the 
Examiner refers to in the rejection. The authors say on page 627, first column, second paragraph, 
line 10 that: 

"(t)hese discrepancies between the previous reports and ours might be a result of the 
differences of stimulator used in MLR. BM-DCs (bone marrow derived dendritic cells) 
were used in our experiments and splenocytes in the other as a stimulator. Splenocytes 
contain a DC population, but the percentage of DCs in the spleen is L0-L6%. DCs are 
stronger stimulators in MLR when compared with splenocytes. Therefore, the 
stimulation by DCs might lead to a higher production of NO and the subsequent 
suppression of MLR." 

The authors further acknowledged on page 626, in the second paragraph of the discussion 
section, that: 

"IL-12 is known to play an important role in promoting Thl differentiation and 
cellular immune responses. The numerous studies demonstrated the antitumor effects 
of IL-12, whereas the detailed mechanisms remained unclear as a result of the complex 
effects of IL-12" (emphasis added). 

The authors add on the last line of the discussion on page 627 that: 

"(a)s NO induced by IL-12 in vivo is likely to be less in humans, the antitumor effect 
mediated by IL-12 via cellular immune responses might be expected in humans 
rather than in mice" (emphasis added). 

The authors conclude on the last line of the abstract that: 

"(t)hese results suggest that NO produced by DCs (dendritic cells) might play an 
important role in IL-12 mediated immune suppression in mice but not in humans." 

Therefore, Appellants submit that the Examiner has not made a compelling case for 
rejecting the Fong Declaration based on the teachings of Picotti et al or Nishioka et al, because 
these references, in fact, support the Appellants* position that results from an MLR assay indicate 
an immunomodulatory activity for that molecule in vivo. Even if discrepancies between MLR 
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studies by various groups may occur, a careful analysis of the materials used in the assay, for 
instance, the type of immune cells used like DCs (dendritic cells) versus splenocytes, mouse cells 
versus human cells, etc., can elucidate the reasons underlying the mechanism for the discrepancy 
as explained in Nishioka et al. Although such experiments further the understanding of the 
immunomodulatory mechanism, they are confirmatory studies, and would not be considered 
undue by the skilled artisan. Moreover, they are not essential for utility determination of the 
molecule. Therefore, Appellants submit that this rejection is improper under both the case law 
and the UtiHty guidehnes. 

E. One Skilled in the Art would know how to make and use the variant proteins 
without undue experimentation based on the teachings in the art and in the specification 

The Examiner had rejected the instant claims under 35 U.S.C. 1 12, first paragraph because 
"although the claims recite both percent identity and functional language, the specification does not 
disclose a variant of the polypeptide of SEQ ID NO:418 that induces proliferation of stimulated T 
lymphocytes in a MLR. Due to the large quantity of experimentation necessary to determine all the 
nucleic acids comprising a nuleotide sequence that is at least 80%, 85%, 90%, 95% or 99% 
identical to the polypeptide of SEQ ID N0:41 8 and to screen for the ones that induce proliferation 
of stimulated T lymphocytes in a MLR, the lack of direction/ guidance. . the complex nature of the 
invention, the absence of working examples. . the state of the prior art estabUshing that biological 
activity cannot be predicted based on structural similarity, the unpredictability of the effects of 
mutation on the structure and function of the claimed polypeptide, the breadth of the claims which 
fail to recite particular biological activities, undue experimentation would be required. ..." (Page 7- 
8 of the Final Office Action mailed November 24, 2004). 

Appellants respectfully disagree. As the M.P.E.P. states, "[t]he fact that experimentation 
may be complex does not necessarily make it undue, if the art typically engages in such 
experimentation."^^ As discussed above, a considerable amount of experimentation is 
permissible, if it is merely routine. 

M.P.E.P. §2164.01 citing /« re Certain Limited-charge Cell Culture Microcarriers, 
221 U.S.P.Q. 1 165, 1 174 (Int'l Trade Comm'n 1983), aff sub nom. Massachusetts Institute of 
Technology v. A,B, Portia, 11 A F.2d 1104, 227 U.S.P.Q. 428 (Fed. Cir. 1985). 
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Appellants refer to the arguments presented above with respect to utility and these 
arguments are incorporated by reference herein. Appellants note that the claimed variants all 
share the functional recitation that " wherein said polypeptide induces proliferation of stimulated 
T Ivmphocvtes in a mixed lymphocyte reaction ." Example 151 of the present application 
provides detailed protocols for the MLR assay, including the extensive step-by-step guidance 
from Current Protocols in hnmunology, which is explicitly incorporated into the specification by 
reference. By following the disclosure in the specification, one skilled in the art can easily test 
whether a variant PRO 13 75 polypeptide is capable of stimulating prohferation of T-lymphocytes. 
Appellants recognize that there may be polypeptides that (i) are structurally related to PR01375 
but which do not or, (ii) do not resemble PRO 1375 in structure but stimulate the immune system 
through mechanisms unrelated to those of PRO 13 75. These structurally related or unrelated 
polypeptides, however, would not be encompassed by the instant claims because Appellants 
claim only those proteins which meet both recitations of the claims, structural and functional. 
Thus, these recitations clearly act to further define the claimed genus. 

The specification further describes methods for the determination of percent identity 
between two amino acid sequences. (See page 306, line 14, to page 308, line 6). In fact, the 
specification teaches specific parameters to be associated with the term "percent identity" as 
applied to the present invention. The specification further provides detailed guidance as to 
changes that may be made to a PRO polypeptide without adversely affecting its activity (page 
371, line 6, to page 373, line 17). This guidance includes a listing of exemplary and preferred 
substitutions for each of the twenty naturally occurring amino acids (Table 6, page 372). 
Accordingly, one of skill in the art could identify whether a variant PRO 1375 sequence falls 
within the parameters of the claimed invention. Once such an amino acid sequence is identified, 
the specification sets forth methods for making the amino acid sequences (see page 371, line 6, to 
page 375, line 9) and methods of preparing the PRO polypeptides (see page 375, line 1 1 and 
onward). 

Moreover, Appellants note that biological activity in this instance is not claimed based on 
structural similarity. Neither is structure prediction of the claimed variants a requirement for utility 
of the claimed polypeptides. As discussed above. Appellants claim only those proteins which meet 
both recitations of the claims, structural and functional. Therefore the effects of mutations on 
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structure-prediction of the variants and the unpredictabihty in the art are irrelevant to the instant 
case. Finally, the breadth of the claims are clearly defined by both the structural and functional 
recitations. 

Therefore, Appellants respectfully submit that the specification provides ample guidance 
such that one of skill in the art could readily test a variant polypeptide to determine whether it is 
capable of stimulating proUferation of T-lymphocytes by the methods set forth in Example 151. 
One of skill in the art would have understood at the time of filing, based on the design of the 
instant MLR assay (which is designed to find molecules that increase DC (dendritic cell)-induced 
T-cell proliferation) and based solely upon the knowledge about DCs and their role in antigen 
presentation which was widely known that: (i) molecules which enhanced the proliferation of 
stimulated T-cells would increase the ability of DCs to convert antigens to immunogens. and (ii) 
such stimulatory molecules would allow antigens that were not usually immunogenic, such as the 
melanoma or viral antigens described above, to become immunogenic without undue 
experimentation. Thus, this biological activity together with the well defined relatively high 
degree of sequence identity and general knowledge in the art at the time the invention was made, 
sufficiently defines the claimed genus such that, one skilled in the art, at the effective date of the 
present application, would have known how to make and use the claimed polypeptide sequences 
without undue experimentation. 

Accordingly, Appellants respectfully request reconsideration and reversal of the 
enablement rejection of Claims 119-127 and 129-131 under 35 U.S.C. §112, first paragraph. 

ISSUE III: Claims 119-127 and 129-131 satisfy the written description requirement of 35 
use §112, first paragraph. 

Claims 119-131 stand rejected under 35 U.S.C. §112, first paragraph, allegedly because 
"although the specification describes the structure of the polypeptide of SEQ ID NO: 418, the 
skilledartisan would not be able to visualize the structure of the polypeptides having at least 80%, 
85%, 90%, 95% or 99% identical to the polypeptide of SEQ ID N0:41 8 because the specification 
does not describe the structure of a variant of the polypeptide of SEQ ID NO: 418 that retains the 
desired activity." (Pages 8-9 of the Final Office Action mailed November 24, 2004). 



-27- 



# 



Claims 119-131 recite the functional recitation " wherein said polypeptide induces 
proliferation of stimulated T lymphocytes in a mixed Ivmphocvte reaction ." Accordingly, 
coupled with the general knowledge available in the art at the time of the invention, Appellants 
submit that the specification provides ample written support for the claimed polypeptides in 
Example 151, where methods of detecting and quantifying overexpression in tumors are 
described. Thus, based on the high percentage of sequence identity and the described method of 
detecting and quantifying overexpression in tumors, one skilled in the art would have known at 
the time of the invention that the Appellants had possession of the claimed polypeptides. 

A, The Legal Test for Written Description 

The well-established test for sufficiency of support imder the written description 
requirement of 35 U.S.C. §112, first paragraph is "whether the disclosure of the appUcation as 
originally filed reasonably conveys to the artisan that the inventor had possession at that time of 
the later claimed subject matter, rather than the presence or absence of literal support in the 
specification for the claim language."^^' The adequacy of written description support is a 
factual issue and is to be determined on a case-by-case basis.^^ The factual determination in a 
written description analysis depends on the nature of the invention and the amount of knowledge 
imparted to those skilled in the art by the disclosure.^^' 

]n Environmental Designs, Ltd. v. Union Oil Co.,^^ , the Federal Circuit held, "Factors 
that may be considered in determining level of ordinary skill in the art include (1) the educational 
level of the inventor; (2) type of problems encountered in the art; (3) prior art solutions to those 
problems; (4) rapidity with which innovations are made; (5) sophistication of the technology; and 
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In reKaslow, 707 R2d 1366, 1374, 212 U.S.P.Q. 1089, 1096 (Fed. Cir. 1983). 



24 



See also Vas-CatK Inc. v. Mahurkar, 935 F.2d at 1563, 19 U.S.P.Q.2d at 1 1 16 (Fed. 



Cir. 1991). 



25 



See e.g., Vas-Cath, 935 F.2dat 1563; 19U.S.P.Q.2d at 1116. 
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Union Oil v. Atlantic Richfield Co., 208 F.2d 989, 996 (Fed. Cir. 2000). 
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See also M.P.E..P. §2163 n(A). 
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713 F.2d 693, 696, 218 U.S.P.Q. 865, 868 (Fed. Cir. 1983), cert, denied, 464 U.S. 



1043 (1984). 
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(6) educational level of active workers in the field:" (Emphasis added).^^ Further, the 
"hypothetical 'person having ordinary skill in the art' to which the claimed subject matter pertains 
would, of necessity have the capability of understanding the scientific and engineering principles 
a pplicable to the pertinent art ."^^' 

B. The Disclosure Provides Sufficient Written Description for the Claimed 
Invention 

Appellants respectfully submit that the instant specification evidences the actual 
reduction to practice of the amino acid sequence of SEQ ID NO:418. The Examiner has ~ 
acknowledged that polypeptides comprising the sequence set forth in SEQ ID NO:418 meet the 
written description provision of 35 U.S.C. §112, first paragraph. (Page 8 of the Final Office 
Action). Thus, the genus of polypeptides with at least 80% sequence identity to SEQ ID 
NO:418, which possess the functional property of inducing prohferation of stimulated T 
lymphocytes in a mixed lymphocyte reaction would meet the requirement of 35 U.S.C. §112, 
first paragraph, as providing adequate written description. 

Appellants submit that, as discussed above, whether a specification shows that Appellants 
were in possession of the invention as of the effective filing date of an application is a factual 
determination, reached by the consideration of a number of factors, including the level of 
knowledge and skill in the art, and the teachings provided by the specification. The inventor is 
not required to describe every single detail of his invention. An applicant's disclosure obligation 
varies according to the art to which the invention pertains. 

The present invention is firom the field of recombinant DNA technology. In addition, the 
claims recite that the polypeptide induces proliferation of stimulated T Ivmphocvtes in a mixed 
lymphocyte reaction . It is well established that the level of skill in this field is relatively high, and 
is represented by a Ph.D. scientist having several years of experience in the pertinent field. 



See also M,?.E.P, §2141.03. 

Ex parte Hiyamizu, 10 U.S.P.Q.2d 1393, 1394 (Bd. Pat. App. & Inter. 1988) (emphasis 

added). 

See a/5c? M.P.E.P. §2141.03. 
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Accordingly, the teachings imparted in the specification must be evaluated through the eyes of a 
highly skilled artisan as of the date the invention was made. 

Example 151 of the present appUcation provides step-by-step guidelines and protocols for 
the microarray analysis. By following the disclosure in the specification, one skilled in the art 
could easily test whether a variant PR01375 polypeptide induces prohferation of stimulated T 
lymphocytes in a mixed lymphocyte reaction. The specification further describes methods for the 
determination of percent identity between two amino acid sequences (page 306, line 14, to page 
308, line 6). In fact, the specification teaches specific parameters to be associated with the term 
"percent identity" as applied to the present invention. The specification fixrther provides detailed 
guidance as to changes that may be made to a PRO polypeptide without adversely affecting its 
activity (page 371, line 6, to page 373, line 17). This guidance includes a listing of exemplary 
and preferred substitutions for each of the twenty naturally occurring amino acids (Table 6, page 
372). Accordingly, one of skill in the art could identify whether a variant PR01375 sequence 
falls within the parameters of the claimed invention. Once such an amino acid sequence is 
identified, the specification sets forth methods for making the amino acid sequences (see page 
371, line 6, to page 375, line 9) and methods of preparing the PRO polypeptides (see page 375, 
line 1 1 and onward). 

Appellants have recited structural features, namely, 80% sequence identity to SEQ ID 
NO:418, which are common to the genus. Appellants have also provided guidance as to how to 
make the recited variants of SEQ ID NO:418, including listings of exemplary and preferred 
sequence substitutions. The genus of claimed polypeptides is further defined by having a specific 
functional activity for the encoding nucleic acids. Accordingly, a description of the claimed 
genus has been achieved. 

In view of the disclosure of the present application, a person skilled in the art would 
recognize that Appellants were in possession of the members of the genus which have the 
necessary common structural and functional attributes as described at the effective filing date of 
the present appUcation. Thus the disclosed PR01375 polypeptide of SEQ ID NO: 418 is 
representative for a genus encompassing its variants . 

In view of the above. Appellants respectfully request reconsideration and reversal of the 
written description rejection of Claims 119-131 under 35 U.S.C. §112, first paragraph. 
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ISSUE IV; Claims 119-125 and 129-131 are not anticipated (i) under 35 U.S.C. S102fb) bv 
WOOO/18904. WO99/63088. WOOO/00610. WOOO/00506. and (ii) furtiier under 102(a) by 
EPl 130094 

(i) Claims 119-125 and 129-131 stand rejected under 35 U.S.C. §102(b) as allegedly 
being anticipated by WOOO/18904, (published June/2000); WO99/63088, (published 
September/1999); WOOO/00610, (pubUshed June/2000); WOOO/00506, (published June/2000). 

Appellants submit that, as discussed above regarding the utility and enablement 
requirements of 35 U.S.C. §101 and 35 U.S.C. §112, first paragraph, (Issue II), the results of the 
MLR assay (Example 151) establishes a credible, substantial and specific asserted utility for the 
claimed PR01375 polypeptides. These results were first disclosed in U.S. Provisional 
Application Serial No. 60/144,758, filed on July 20, 1999 (discussed in Issue I). The disclosure 
of the instant application, which is similar to that of the earlier-filed application (U.S. Provisional 
AppUcation Serial No. 60/144,758), provides the support required under 35 U.S.C. §112 for the 
subject matter of the instant claims. These arguments are incorporated by reference herein. 
Accordingly, Appellants submit that the subject matter of the instant claims is disclosed in the 
manner provided by 35 U.S.C. §1 12 in U.S. Provisional Apphcation Serial No. 60/144,758. 
Therefore, the effective filing date of this application is July 20, 1999, the filing date of U.S. 
Provisional Apphcation Serial No. 60/144,758. 

That is, the instant application claims priority to U.S. Provisional Apphcation Serial No. 
60/144,758, filed on July 20, 1999, over six months before the publication date of WOOO/18904, 
WOOO/00610, WOOO/00506, and at least one month before the publication date of WO99/63088, 
and first disclosed that the PR01375 polypeptide tested positive in the MLR assay. 

Accordingly, Appellants respectfiiUy request reconsideration and reversal of the rejection 
of Claims 1 19-127 and 129-131 under 35 U.S.C. §102(b) as being anticipated by WOOO/18904, 
WO99/63088, WOOO/00610, WOOO/00506. 

(ii) Claims 1 19-125, 127 and 129-131 stand fixrther rejected under 35 U.S.C. §102(a) as 
being anticipated by EPl 130094, (published September/2001). 
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As discussed above, under Issue I: priority and Issue H: utility/enablement (the above 
arguments being incorporated by reference herein), the instant application correctly claims 
priority to U.S. Provisional Application Serial No. 60/144,758, and therefore, is at least entitled 
to an effective filing date of July 20, 1999. Accordingly, neither is EPl 130094 (pubUshed 
September/2001) prior art. Therefore, Appellants respectfully request reconsideration and 
reversal of the rejection of Claims 119-125, 127 and 129-131 under 35 U.S.C. §102(a). 

CONCLUSION 

For the reasons given above, Appellants submit that the MLR assay disclosed in Example 
151 of the specification provides at least one patentable utility for the PRO 1375 polypeptides of 
Claims 1 19-127 and 129-131, and that one of ordinary skill in the art would understand how to 
used the claimed polypeptides, for example in therapeutic applications where enhancement of an 
immune response is beneficial, such as the treatment of viral infections or cancer. Therefore, 
Claims 1 19-127 and 129-131 meet the requirements of 35 USC §101 and 35 USC §1 12, first 
paragraph. Further, this patentable utility for the claimed polypeptides was first disclosed in U.S. 
Provisional Application Serial No. 60/144,758, filed on July 20, 1999, priority to which is 
properly claimed in the instant application. Accordingly, the instant application has an effective 
priority date of July 20, 1999, and therefore neither WOOO/18904, (pubhshed June/2000); 
WO99/63088, (pubUshed September/1999); WOOO/00610, (pubUshed June/2000); 
WOOO/00506, (published June/2000) nor EPl 130094, (pubUshed September/2001) are prior art 
and they do not anticipate the claims under 35 USC § 102(a) or (b). 

Accordingly, reversal of all the rejections of Claims 119-127 and 129-131 is respectfiilly 
requested. 
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8. CLAIMS APPENDIX 
Claims on Appeal 

119. An isolated polypeptide having at least 80% amino acid sequence identity to: 

(a) the amino acid sequence of the polypeptide of SEQ ID NO: 418; 

(b) the amino acid sequence of the polypeptide of SEQ ID NO: 418; lacking its 
associated signal peptide; 

(c) the amino acid sequence of the extracellular domain of the polypeptide of SEQ ID 
NO: 418; 

(d) the amino acid sequence of the polypeptide encoded by the full-length coding 
sequence of the cDNA deposited under ATCC accession number 203 115; 

wherein said polypeptide induces proliferation of stimulated T lymphocytes in a 
mixed lymphocyte reaction. 

120. The isolated polypeptide of Claim 119 having at least 85% amino acid sequence 
identity to: 

(a) the amino acid sequence of the polypeptide of SEQ ID NO: 418; 

(b) the amino acid sequence of the polypeptide of SEQ ID NO: 418; lacking its 
associated signal peptide; 

(c) the amino acid sequence of the extracellular domain of the polypeptide of SEQ ID 
NO: 418; 

(d) the amino acid sequence of the polypeptide encoded by the full-length coding 
sequence of the cDNA deposited under ATCC accession number 203 115; 

wherein said polypeptide induces proliferation of stimulated T lymphocytes in a 
mixed lymphocyte reaction. 

121. The isolated polypeptide of Claim 1 1 9 having at least 90% amino acid sequence 
identity to: 

(a) the amino acid sequence of the polypeptide of SEQ ID NO: 418; 

(b) the amino acid sequence of the polypeptide of SEQ ID NO: 418; lacking its 
associated signal peptide; 
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(c) the amino acid sequence of the extracellular domain of the polypeptide of SEQ ID 
NO: 418; 

(d) the amino acid sequence of the polypeptide encoded by the full-length coding 
sequence of the cDNA deposited under ATCC accession number 203 115; 

wherein said polypeptide induces proliferation of stimulated T lymphocytes in a 
mixed lymphocyte reaction. 

122. The isolated polypeptide of Claim 119 having at least 95% amino acid sequence 
identity to: 

(a) the amino acid sequence of the polypeptide of SEQ ID NO: 418; 

(b) the amino acid sequence of the polypeptide of SEQ ID NO: 418; lacking its 
associated signal peptide; 

(c) the amino acid sequence of the extracellular domain of the polypeptide of SEQ ID 
NO: 418; 

(d) the amino acid sequence of the polypeptide encoded by the full-length coding 
sequence of the cDNA deposited under ATCC accession number 2031 15; 

wherein said polypeptide induces proliferation of stimulated T lymphocytes in a 
mixed lymphocyte reaction, 

123. The isolated polypeptide of Claim 119 having at least 99% amino acid sequence 
identity to: 

(a) the amino acid sequence of the polypeptide of SEQ ID NO: 418; 

(b) the amino acid sequence of the polypeptide of SEQ ID NO: 418; lacking its 
associated signal peptide; 

(c) the amino acid sequence of the extracellular domain of the polypeptide of SEQ ID 
NO: 418; 

(d) the amino acid sequence of the polypeptide encoded by the full-length coding 
sequence of the cDNA deposited under ATCC accession number 203 115; 

wherein said polypeptide induces proliferation of stimulated T lymphocytes in a 
mixed lymphocyte reaction. 
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124. An isolated polypeptide comprising: 

(a) the amino acid sequence of the polypeptide of SEQ ID NO: 418; 

(b) the amino acid sequence of the polypeptide of SEQ ID NO: 418; lacking its 
associated signal peptide; 

(c) the amino acid sequence of the extracellular domain of the polypeptide of SEQ ID 
NO: 418; 

(d) the amino acid sequence of the polypeptide encoded by the full-length coding 
sequence of the cDNA deposited under ATCC accession number 2031 15. 

125. The isolated polypeptide of Claim 124 comprising the amino acid sequence of the 
polypeptide of SEQ ED NO: 418. 

126. The isolated polypeptide of Claim 124 comprising the amino acid sequence of the 
polypeptide of SEQ ID NO: 418, lacking its associated signal peptide. 

127. The isolated polypeptide of Claim 124 comprising the amino acid sequence of the 
extracellular domain of the polypeptide of SEQ ID NO: 418. 

129. The isolated polypeptide of Claim 124 comprising the amino acid sequence of the 
polypeptide encoded by the full-length coding sequence of the cDNA deposited under ATCC 
accession number 203 115. 

130. A chimeric polypeptide comprising a polypeptide according to Claim 124 fused to a 
heterologous polypeptide. 

131. The chimeric polypeptide of Claim 130, wherein said heterologous polypeptide is an 
epitope tag or an Fc region of an immunoglobulin. 
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Immunosuppressive therapy 



Barry D* Kahan 

The University of Texas Medical School, Houston, Texas, USA 

Although Cyclosporin A has improved transplant outcome, its use 
has serious limitations due to its narrow therapeutic window. New 
approaches to broaden this window exploit alternative drug formulations. 
pharmacoi<inet»c profiling and new immunosuppressive agents, such as 
Rapamycin and Brequlnar, which act in a synergistic fashion. There is no 
evidence to suggest that the pharmacological alternative to Cyclosporin A. 
FK-506, displays a broader therapeutic window^ although it may be 
tenfold more potent Similarly, despite the specificity of the lgC2a mouse 
anti-human CD3 monoclonal antibody> it displays a significant range of 
clinical side effects, delayed therapeutic action and frequently stimulates 
generation of human anti-mouse monoclonal antibodies. Recent advarures 
in rrranocional antibody technology seejk not only to produce antibodies 
against determinants involved in alloactivation, but also to 'humanize' 
the antibodies for reduced side effects. The availability of this array of 
potential agents highlights the need to develop guidelines for dinicai 
trial methodologies to address the unique needs and demarnls of organ 

transplantation. 



Current Opinion in Immunology 1992, 4;SS3-S60 

Introduction 



After thirty yean> of vigorous but reiativeh/ unproductive 
research, the fteld of inimunasuppre&sive drugs awai« 
ent*d foilwing tlie apprcr/al of cwt) agents that, in con- 
trast to the non^sclcct^vc daigs Azathioprlne (Ay^) and 
corticosteroids, display relatively ^specific actions on T 
cells. One of these, the fungal undcxrapcpude Cyclosporin 
A (CsA), not only improved clinical outcomes and broad- 
ened the clinical settixigs in which transplants were suc- 
cessful, but also provided a unique tool for dissecting 
activation mechanisms leading to lymphokine synthe- 
sis. Subsequent approval of the other agent, the ]gG2a 
mouse monoclonal antibod>' (mAb) OKT-3, heralded 
the use of reagents tlvat bind selective T-cell surface 
markers to modulate the immune resfX)nse. The past 
decade has xvitnessed striking progress in the devel- 
opment of new phamiacological agents (Fig. 1). One 
group inhibits iymphokinc biosynthesis. FK 506 or sig- 
ail transduction, Rapamycin (RAPA). A second group 
is the nucleotide syniiiesis inhibitors; Ivlizorbine U J and 
RS61443, a moipholinoediyi'eiJter analog of mycopheno- 
lic acid (MPA) [2*»], block purine sr^ivage patiiways with 
the geneniiion of guanosine nionophosphate, tind the 
quinoUne carboxyiic add Brecjuinar (BQR) blocks the 
da nm^o syntiiesis of pyrimidines [3»*). A third gn^up, 



Abbreviations 

ALC— anti-lymphocyte sera; Aza-~Azaihlopfine; BQR — Brequinar; CMV— cytomegalovirus; CiA — Cyclosporin A; 
Cn— cytotoxic T lymphocyte; DTH — delayed type hypersensitivity; ICAM- intercellular adhesion molecule; 
It -interleukin; LFA — lymphocyte function- associated antigen; mAb— monoclonal antibody; 
MHC — major hisrocompattbiiity complex; MPA — mycophenolic dcid; MZB— mizorbine; 
NF-AT— nuclear factor of activated T cdls; Pred — Prednisone; RAPA— Rapamycta TCR — T-ce!l receptor; Th— T-helper. 
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new nnAbs, recognizes specific surface epitopes on T 
cells and andgen-presenting cells (Fig. 2). Immunosup- 
piesstve activity has been doaunentet! [4-9] with several 
mAbs that bind various detenninants as shown in Table 
1. Pmlongcd graft survtval has alw been achieved witli 
antibodies, or preferably thdr F(ab')2 fragnients, diieaed 
towards class I [lO! or class il MIIC antigens. A refine- 
ment of mAb technology is die production of immuno- 
toxins. Rldn a-chain toxin linked to mouse anti-human 
CD5 IgGl mAb has been usecl by Haveny (personal com- 
municaiion) to treat steroid- resistant graft versus host dis- 
ease in human bone marrow transpiantaiioa This array 
of new agents proffers an unprecedented opponunity to 
design eifeaK'e, yet minimally toxic, regimens to improve 
the outcome of transplantation in man. 



Limitations of existing immunosuppressive 
regimens 

Currentty. clinical regimens are bjised upon ihe use of 
CsA, the immunosuppressant benefits of which are se- 
riously limitcxJ by side effecLs. In nnempis to augment 
its efficacy, the corticosteroid Prednisone (Pred). Aza, 
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Fig, 1. Qasslftcation of immunosuppres- 
sive drugs based upon their site of ac- 
tion in the eel) cyde. In the first group, 
corticosteroki, and possibty deoxysper- 
gualin, inhibit antigen- priesenting cells. 
In the second group, Cydosportn A 
(CsA) and FK-S06 inhibit (ymphoidne 
(LW biosynthesis during the Co phase 
and Rapamycin Inhibits signal trans- 
duction dunng the 0\ phie In the 
third group {the nudeosidB synthesis in- 
hibitors}, Mizorbine (MZ8) and R$61443 
(a morphollnoeihyl'ethef analog of my- 
cophenollc acid, MPA) inhibit purine 
synthesis pathways leading to the gen- 
eration of guanosine monophosphate, 
whereas Brequinar (quinoHrte carboxylic 
add) inhibits the de novo synthesis of 
pyrimidines. IL, tnterleukin; R, receptor. 



Rg. 2. Epitope targets of mor>oclonal 
antibodies. ICAH intercellular adhnsitm 
molecule; IL, interfeukin; MHC major 
histocompatibility complex; K, receptor: 
ICR, T-cell receptor. 
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equine or rabbit polyclonal jinci-lyinphocyte sera (ALG) 
and/or motise OKT-3 mAbs have been combined in em- 
pirical reginxeris that are often tailored to indivldu^ p?i- 
tients. To mldress one limitation of CsA. nepfiru- and/or 
hcpato-toxldty during the Initial post- transplant phase 
of induction immunosuppressive therapy, which delays 
allograft and patient recovery, pharmacokinetic control 



progranw have been used either to pre-selea CsA dases 
[11] or to combine ALG or OKT-3 with Az^/Pred in or- 
der to delay treatment with CsA However, immediate, 
rather than delayed, administration of CsA to patients 
displaying good initial renal fiinctlon avoids the disad- 
vantages of ALG/OKT-3 induction, namely an increased 
risit of cytomegalovirus (CMV) infection, additional ex- 
pease ancl/or delayed hospital discharge awaiting sal- 
isfactoiy CsA levels after treatment with CsA However, 
patients at extraordinarily high immunological risk, due 
to rejection of previous allografts within three months, 
or with maigin^-fiinctioning organs may preferably be 
treated with ALG or OKT-3 induction as a possible means 
to delay the onset of their iirst rejection episodes. Two 
possible altemaUves for induction therapy are the CsA 
analogs thai may display reduced nephrotoxicity, namely 
Cyclosporin G {12], which substiajtes nondine at po- 
sition 2. and LMM-125 with a hydrophilic substituent at 
p<)sitton 9. 

To date, no large randomized study has shown that the 
induaion regimen alters the clinical outcome; rather, a 
small cohort reported by Beliesky et aL |13] showed . 
no difference between ALG versus initial CsA therapy, the 
two options for induction therapy. There may be several 
reasons for this. Firstly, the polyclonal reagents, such as 




rabbit or equine Minnesota ALG and anti-thymocyte glob- 
ulin, reganSess of tfieir source, opsonize T cells, leading 
to their removal from the cirailatlon. This depletion obvi- 
ates T-cell mediated anack on the allograft. Among other 
factors that must be considered is that the central Intra- 
venous lines required for polyclonal administration may 
be acddentaliy contaminated, producing septicemia. Fur- 
ther, there are no indices of the efficacy of the polyclonal 
sera Peripheral blood T ceil numbers above the latBet 
rai^ of 50-150/mJ taid only to be useful reflections 
of the appearance of human host and-equine antibod- 
ies, not immunological resistance to therapy. The other 
induction dierapy using OKT-3, which covers anchor 
modulates CD3 epitopes on the T-cell surface, offers 
the advantages of both peripheral intravenous admin- 
istration arKi readily available fluorescence-activated cell 
sorting (FACS) tests for antibody efficacy. The clinician 
monitors padent peripheral blood lymphocyte T-cell epi- 
topes for (a) ceils with exposed CD} epitopes that were 
not bound by OKT-3 in vivo by their capacity to bind 
fluorescenated OKT-3 in vitro, (b) the total number of 
circulating T cells with fiuorescenated anti'CD2, a pan 
T-ceU marker, and (c) the proportion of OKT'3-coaied 
cells detected with a goat anti-moase IgG reagent A sat- 
isfactory therapeutic effect is observed when the patient 
has <25% OKT-3 cells in vitro and 60-75% CD2-^T 
cells, about 40% of v^iiich are coated with mouse IgG 
wtiich binds to OKT-3. While OKT-3 represents an ad- 
vance in immunosuppressive therapy, it has several seri- 
ous limitatioas: (a) severe first-dose reactions, including 
chills, fevcf, myalgias and, in the worst cases, pulmonary 
oedema apparently due to iymphokinc release (partic- 
ularfy aamor necrosis factor and inierleukin (lI)-2; (b) 
longer-term adverse dFects such as aseptic meningitis; 
(c) a delay in tlie therapeutic effect for as long as 7 
days after InltiaUon of treatment; (d) induction of human 
anti-mouse antibodies, generally of the anti-idiotype vari- 
ety, but not uncommorSy of broader reactivity; (e) a fre- 
quent Incidence of rebound re-rejection episodes upon 
completion of the therapeutic course; and (f) a tendency 
toward CMV infections in 40% of treated patients. In ad- 
dition, both polyclonal and mAb reagents may produce 
excessive immunosuppression, resulting in increased in- 
cidences of CMV infection anchor of lymphomas and 
other neoplasms, as well as allograft thrombosis. Thus, 
selection of a CsA versus an antibody inducUon regimen 
must balance the risks of nephrotoxicity versus that of 
excessive immunosuppression. 

The ase of CsA lias reduced the risk of acute rejection, 
but a rational appa^ch to CvA administration is coxifused 
by the tremendous variability bewveen individuals in dnjg 
pharmacokinetics and pharmacodynamics [ 14 J, which, in 
turn, generates a feat of irreversible renal injury in case 
the CsA df>se is excessK-e. Three approaches have been 
used to address this problejn; (a) combining reduced 
CsA doses with subtherapeutic amounts of Aza (J 5]; 
(b) monitoring the parent compound CsA based upon its 
trough concentration prior to the next drug dose ll6); 
and (c) adjusting CsA doses prospectively based upon 
average concentrations calculated from serial measure- 
menLs of the area under the concentration-time curv^c 



llj^ ^unosuppress've therapy Kahan 555 

[11], SiiKe dmg absorptkjn presents the greatest vari- 
ability in pharmacokinetics, attempts have been made 
to increase CsA bioavailability by co-admJnisu^on of 
Vitamin E (17). In addition, the manufacturer has pro- 
duced a new micro^mulsion formulation that increases 
the bioavailability by twofold at»ove that of the exist- 
tr\g otal solution or capsule preparation, vrfiich show 
equivalent bloavailabiJity in saidies cotnparing both for- 
mulations (18). The critical issue seenJS to be the drug 
concentration in the allograft While direct intra arterial 
infusion has been used for experimental models of re- 
nal or cardiac allografts, good dmg uptake in man can 
be achieved by presenting CsA as an aerosol In absolute 
ethanol when it has a mean particle diameter of 1.2 mi- 
crons (19]. 

Optimal use of CsA demands the measurement of drug 
concentrations/activities at the level of its lymphocyte re- 
ceptor or target signal transduction motecu3e(s), wt)ich 
may be caldneurin (an enzyme that may be invoh^ 
in a common step associated with T-cdl aiKl IgE re- 
cq>tor signaling pathways) [20^] or the niKzlear factor 
of activated T-cells (NF-AT), However, a major Bmita- 
tion may be the feihJre of CsA to inhibit lynnnphocytc 
activation via the CD28 surface marker (21), an impor- 
tant co stlmulaiory pathway that together with T-cell re- 
ceptor (TCK) stimulation bkxrks induction of aneigy in 
T-ceU clones (22). FonunaieJy. rejection episodes under 
CsA prophylactic thempy tend to be readily reversed by 
corticosteroid therapy, and the majority of steroid resis- 
tant episodes are overcome with poh*clonal ALG and/or 
OKT-3 therapy. Corticosteroids are believed to represent 
the Achille's heel of transplantation becavuse of the wide 
distribution and piciotropic effeas of the glucocorticoid 
receptor superfamily found in the cytoplasm. These are 
DNA-binding dimeri'c tnmscription factors with a zinc fin- 
ger structure that recognize enhancer (or negative reg- 
ulator) elements bearing the ORE motif (GTACAnnnT- 
GTTCT, where n = any nucleotide). One important neg- 
ative regulatory element is the AP-l binding site, normally 
tlic focus for fos-jun hctcrodimers (23]. An alternative 
approach to the reduction of IHp generation, an acUon 
typical of corticosteroids, is to inhibit the en?yme that 
cleaves the inactWe 31 kD precursor between Asp'^^ and 
Alai^7 to releai»e the 153 carboxNi- terminal amino acids 
that constitute IL-lp (24). Another immunosuppressive 
eJfeci may be achieved by the upregulation of the syn- 
thesis of transforming growth faaor-p by steroids (25). 
Withdrawal of steroid treatment months to years after the 
transplant may be successful iii patients xvho did not re- 
ject the transpkuM [26*). 

Preliminary data suggest that a ten clay course of the IgM 
mouse anti-human a/R TQR niAh T10B9.1A-31 ^l. but 
not BMA031 (C Groth, personal communication), not 
only produces equivalent therapeutic effects to those of 
OKT-3, but is less toxic in terms of incidence of fever 
;ind neurological and respiratory symptoms, as well as 
of subsequent infecrions. Furthemiore, 1'10B9 therapy is 
not associated with as great a rise in serum creatinine 
during treatment as OKT-3, suggesting a more rapid 
attenuation of the ailo-immune resp<:>ase. However, the 
repeated use of xenogeneic antibodies during the induc- 
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lioh phase as weO as for anii- rejection therapy may be 
complicated by the development of neuiiall?:ing human 
anti-moiise anUbodies. 

A ma)or goal of maintenance immunosuppressWe ther- 
apy Is prophylaxis against chronic rejection. To date, not 
ordy has CsVPred rherap>' failed to reduce the incidence 
of tlUs complication from the 8-10% level observed un- 
der the Aza^red combinauon, but there Is no way to 
determine if the Eailure is due to its Inherently modest in- 
hibition of B-odl responses or to physicians* tendency to 
limit CsA thetapy to minimal, possibly ineffective*, dosc$ 
In order to mitigate a renal Injury. Thus, despite the im- 
provement in initia] graft survivai, transplants continue to 
be lost In the longer temn, with half-lives of about seven 
years for cardiac aiKl 11.5 years for renal transplaiu in 
humans, A recent study of the effects of immunosuppres- 
sive drugs on coiorjaiy vascular disease in heterotopic rat 
cardiac allografts suggests that RAPA particularly, CsA to 
a lesser extent, but definitely not FK-506, inhibit patha 
logical endothelial and smooth muscle lesions in arteries 
and arterioles, which seem to be the critical lesions in the 
progression of chronic rejection (27]. 



h4ew pharmacol ogical agents 

Both the macrolide 1^-506 and the undecapeptide CsA 
interrupt lympholdnc syntliesis by inliibiiing generation 
of the Ox^'^ dependent regulatory protdns NF-AT, NFIL- 
2A, NML-2B, and NF-xp. but not c fos. vt^ich is ritfcessary 
for H Z generation. Presumably, boch drugs also affeci 
serine protease gene tnmscriprs, an excellent maricer of 
rejection (281. The Inhibition Of cviotoxic T lymphocytes 
(CTLs), even in the presence of optimal amounts of IL*2. 
is a prominent effect of CsA {29} and, apparently, FK'506, 
Despite the assumption that CsA and FK-506 produce 
Similar Inhibitory effects, at least three differences have 
been observed: first, FK-506 displays a flatter inhibition 
curve than CsA with a wider discrepancy in potency at 
the 50% inhibition than at the 95% inhibition level; sec- 
ondly, CsA leads to the generation of suppressive T cells, 
whereas FK-506 does not; and thirdly, althougii both 
dnigs inhibit CD4+ T helper (Th) lymphocytes, which 
secrete lL-2, only CsA (and not FK-506) pt:nniLs priming 
of CDS"'* CTLs 130). Furthermore, Bretschcr and Havele 
(31] suggest that CsA switches the immune response to 
the graft from a delayed type hypersensitivity (DTH) re- 
sponse to an IgG response by inhlbitint? the Thl subset 
with the emei^ence of the Th2 subset, which actively in- 
duces IgG via 1L4 generation and inhibits 'I'hl cells and 
imi via IL-IO. Both CsA and FK-506 spare transcription 
of tl^e down regulaioiy lymphokine IL-10, While CsA in- 
hibits transcription of this factor is not affected by 
FK-506. 

I'he coming year should wimess publication of a vast ar 
ray of randomized trials comparing the clinical outcome 
of liver and renal iraiisplants in patients treated with 
FK-506 versus CsA. So far, a preliminary non-random- 
ized study of liver recipients showed that FK-506 therapy 
display's greater neurotoxicity, equivalent nephrotoxicity, 



hut, possibly, less hypertension than does CsA dicrapy 
(32"1, A further claim that corticosteroids do not have 
to be used with FK-506 cannot be assessed due to two 
factors: firstly, the piouxol stiputoted higher Pred doses 
in the CsA cohort than those used with FK-50fr, and 
secondly, to date, there is no pharmacokinetic analysis 
of Pred concentrations in CsA versus FK-506 treatment 
groups in order to exclude a drug interactloa Addi- 
tionally, die extremely poor results In the initial study* 
wherdn alli^edly CsA-reslsiant patients were converted 
to u^cUment with FK-506, actually reSected antagonlvsm 
between the two drugs caused by (a) an adverse im- 
munological interatiion between the two agents that ap- 
parently have similar mechanisms of acdon (33) and (b) 
competitive pharmacokinetic interactions. Although FK- 
506 has not yet been shown to achieve dinical results 
even equivalent to those of CsA, eventual definition of its 
relative therapeutic window will depend upon Phase D 
studies to selea well-tolecated drug doses for random- 
ized trials versus therapy. 

When a secoiKi agent, RS61443, was added in doses of 
2 500-3 500 mg per day to a CsA/Fred regimen, it seemed 
to reduce the inddeiKe of acute rejection episodes. How- 
ever, these high doses are likely to produce toxicity, 
pardculaHy leukopenia and gastrointestinal complaints 
12»»1, Randomized placebo-controlled trials are under- 
way to assess the efficacy of RS61443 versus Aza added 
to a CsA/Pred re^mcn. Other studies are examining the 
impact of a fourtli agent, deoxyspergualln, tr> potentiate 
an AIjG/A?VPrec|/CsA induction protocol 

The studies that claimed Azii displays phamiacolc^cal 
synergism with CsA failed ro urllize rigorous experi- 
mental design or data analysis (34). For instance. bc>th 
in ii(ro analyses [35] and clinical results demonstrate 
that Aza acts in an additive manner ratlier than syner- 
gistically with CsA 1361. Similarly, m z'/Yw ana!>'5es sug- 
gest that RS61443 [37], mizorbine 137], and thalidomide 
[38] also aa in an additK-e manner with CsA Although 
initial data suggested chat BQR potentiates the effect of 
CsA (3"1, recent experiments document ime synergism 
1 371. However, CsA/RAPA combinations show the most 
impressive degree of synetig^' both in vitro and in vivo 
(39]. Once Phase I loxicit)' trials have been completed, it 
will be possible to assess whether BQR or RAPA displays 
the synergistic etfecis with CsA in htmian transplantation 
that are evident in rodents and large animal models. 



New monoclo nal antibody reagents 

Second generation niAbs are l>eing designed lo avoid the 
servere systemic reactions due to lymphokine rdcstsc that 
follow initial doses of OKT-3. For example, the IgG2b 
anu-human cx/p TCR n^Ab BMA 031 used for inducUon 
tlierapy (thiw SOn-ig doses administered on alternate 
days) delays the omet of first rejection episodes and 
probably improves one-year graft survival (R Kr\ight and 
BD Kahan, unpublished data). Similar benefits have been 
reported with mouse and rat mAbs pnxluced against the 
activation-induced ct-chain, or to new epitopes resulting 
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from the formation of the ap complex, of the lL-2 recep- 
tor [8 J. 

However, treatment with these antibodies leads to . a 
high incidence of human anti-mouse antibodies, vMd^ 
may attenuate the immunosuppressive effects. Kecent 
work lias explored approaciK^ to construct either (a) 
'chimertc' antibodies beadr^ human Fc segments joined 
to mouse fragments, or (b) 'humanized' mAbs 

with niouse Idiotypes inserted onto hviman IgG isotypes 
(Fig.3). Chimeric antibodies combine *e variable re- 
gions of mouse antibodies ^ih human antibody constant 
r^ons and, dierefore, present fewer foreign amino acid 
sequences lo the host. However, one- third of the struc- 
ture is still of mouse oxi^. Furthermore, a clinical trial 
using a chimeric anti-CD7 mAb not orify £ailed to achieve 
a superior level of immunosuppressictfi induction, but 
also increased the incidence of vascular thromboses [7] . 
The latter effect may have been rdated to the adhesion of 
Fc receptors on ptoelets and polymorphonuclear leuko- 
cytes to the human Fc re^ns, bound to endothelium 
\1a mouse epitopes. On the other hand, 'humanized* an- 
tibodies combine only the smallest part of a mouse an- 
tibody that is reqidred, the anUgen combining site, with 
human variable region frameworks aiKi constant reg^oas. 
Due to the reduced affinity of 'humanized' antibodies for 
antigen epitopes, Co etoL {40»1 recommended two inno- 
vations; firstly, selection of a human frameworit that is as 
homologous to the original mouse antibody as possible; 
and secondly, insertion of key residues from the mouse 
model into the construct in order to achieve a moleailar 
confonnation that is similar eo the native scliotypc. The 
beneficial effects of chimeric and *humanl2ed* variants of 
mouse mAbs will be clarified only by randomized clinical 
trials. 

Two alternative approaches seek to utilize mAbs di- 
rected against donor MHC antigens or against co-re- 
cepior molecules. In a study of non-human primates. 



OKT-4A ^gG2A mAbs, which react with the CD4 co-recep- 
tor on Th cells, provoked fewer ^de efiecis than OKT'3 
[6]. In an ii^tial clinical trial of OKT4A inducton ther^ 
apy (0.2mg/kg/day), all six patients suffered rejections. 
These rejections were reversible, but left residual areas 
of dead tissue lesultir^ ftom an obstruction of the blood 
supply in half the renal allc^tafts. Unfommatdy. OKT^A 
also generated a strong human anri-mouse antibody re- 
sponse 0 Barry, personal communfc^on). Experimental 
animal models are currently being used to determine If 
antibody efficacy is relaced to T-cdl ddettonand Is pot^- 
tiated by simultaneous treatment with an antJ -CDS mAb. 
On the one hand. Fathnian and colleagues [41] found 
that depleting anti-CD4 mAbs produced probnged alio- 
unresponsiveness toward aDo^nelc pancreatic islets, an 
effea that was modenited by simultaneous treamient with 
anii OB**" mAbs, suggesting the role of a regulator CD8+ 
ceM. On the odier hand, Waldmann and colleagues [42] 
indiKed tofetance toward mouse heart tran^lants where 
die donor and recipient were not matched at MHC level 
using an anti-CD4 mAb that not only did m>t deplete T 
cells but also was potentiated by simultaneous adrairtiS' 
tration of an anti<D8 mAb. 

A second approach to co-receptor molecules is based on 
the interaction of lymphocyte function-associated anti- 
gen (1PA)-1 on CTLs with the intercellular adhesion 
molecule (1CAM)-1 or monocytes. Expression of ICAM-1 
Ls up-regulated following lymphokine release, which oc- 
curs during acute aUograh rejection but not during other 
pjitliological events in the kidney {43"j. Prophylactic and 
therapeutic administrations of a mAb directed against tiie 
high molecular weight a-chain of human i.CAM-l alone 
delayed both die onset and prt^ression of rejection 
c*pisodes in primate renal allograft models. Using mouse 
mAbs directed against LFA l, Stoppa et<fl [44] reversed 
steroid resistant acute graft versus host reactions in man. 
indeed, the combination of anti-lCAM-1 and anti-LFA-3 
mAbs prCiduced allo-tolerance in mice that were not conv 




Chim«ric humflrwTM)u*e mAb 



''Humanized' mAb 



Fig, 3. Types of monoclonal antibody. 
Chimeric antibodies combifie the vari- 
able regions of mouse antibcxiif» with 
human constant regions and, therefore, 
f)resent fewer foreign amino acid se- 
quences to the host 'Humantzwi' anti- 
bodies combine onJy the smaHesi pan 
of a mouse antibody that is required, 
the antigen binding site, with humari 
variable region frameworlcs and con- 
stant regions. 
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'patible at the MHC level (45»*]. These promising results 
in animal models using mAbs directed against T<ell and 
monocyte co-receptors asvait confirmation in controlled 
clinical trials. 

While clinical Interventions to date have focused on using 
mAbs directed towards surface epitopes important for 
the afierent limb of the alk>imraune respoase, there is 
increasing evidence that anti-idioryplc antibodies, either 
exc^cnousJy introduced or endogenous^, spontaneously 
generated, may r^idaie the Induction of alto-immune re- 
sponses, A recent study performed by Snider [46] sug- 
gested ^t immunization of hosts with antigen-^tibody 
complexes confers a bias in die epitope, resulting in a 
less efficient antibody respor^se that shows aftti-ldiotypic 
properties. Tliis approadi represents a particularly fertile 
ground for clinical cxploratioa 



Cytokine receptor analogs and antagonists 

A new group of immunosuppressiN'e agents are tfie cy- 
tokine receptor antagonists. Iht discovery and Initial test- 
ing of an llyl receptor antagonist has been reviewed by 
Arend (47]. IgG-stimulated human monocytes naturally 
produce ILl receptor antagonist, a heterogenous array 
of g]ycoprot«ns of 15-25 kD, dependir^g upon their de- 
gree of glycosyiation, IL l receptor antagonist binds type 
I, but not type 11, IL l receptors witljout activating cdls 
and vAxh considerably less avidity than nsiiive IL-la and 
lL-1. Type I li^l receptors are present on 'lti2 cells 
and fibroblasts; Type il receptors are present on 
B ceils, neutrophils, and macrophages, Althou^ ther- 
apeutic trials of IL-1 receptor antagonist in rheumatoid 
arthritis and septic siiock suggest some beneficial eflfecD?, 
Faherty et at [48] failed to observe that IL l receptor an- 
tagonist inhibited induction of CTLs, cutaneous DTH, or 
T ccU dependent humoral antibody responses. They also 
found that administration of a mAb to type II IL-1 recep- 
tor (35F5) ^^s ineffective. Fanslow et al [49*1 recendy 
extended thdr previous studies, which u.sed coastrucw 
of the extra-n>embranous portion of the IL-1 receptor, 
by using simiiar coastrucLs of the IL-4 recqjtor. In the 
initial studies, they prolonged heterotopic pinnal, neona- 
tal mouse bean allograft survival, but failed to prevent 
allo-sensitizaiion, sis documented by a rapid, secondary- 
type proliferatfve response upon in w?ro one-way mixed 
lymphocyte reactions. In their recent suidies, constructs 
of JL-4 receptor ulone, or in combination with rat anti- 
mouse IL4 receptor mAb, induced modest prolongation 
of heart allo-explants. 



InimunosMppressive drug trials 

Of the numerous obstacles currently hindering the devei 
opment of efficacious itnmunosuppressive regimens. tJie 
lack of methcxioiogy for clinical transplantation uials is of 
particular importance* To date, no series of Phase 1 and 
II toxicity and dose-finding trials has been conducted in 



order to establish a foundation for clinical invesUgatioa 
The introduction of Aza» sterokls, and CsA, as well as the 
preliminary trials of FK-506, have relied upon empirical 
approaches, In^x)rtani obstacles to comprehensive trials 
include the rdatively small numbers of transplant cases, 
the use of unrefined end-points such as graft and patient 
survival, and tiie lack of well-established criteria for the 
diagnosis aiKl grading of rejection episodes, deficits that 
obfuscate the use of this evem as an intermediate end- 
point In addition, no in vitro immune assay predicts 
or correlates with in vivo Immunosuppies^ efHcacy, 
hence, there is no surrogate immune parameter as a basis 
of immunosuppressive efficacy and^or for dase extrapo- 
lation from tn vitro systems to in t^w) conditions. 

Since present results with CsA-based regimens yield ex- 
cellent graft survivak, extremely large numbers of pa* 
tients must be entered into cBnical trials to document 
improved efficacy of a new agent Even more extenshne 
efforts will be r>eeded to exclude the possibility that the 
results with tfae new agent are not aaually worse than 
those obtained widi the existent CsA regimea In light 
of the presently high success races, tlie benefits of any 
new regimen must be based upon both the potency 
and the mitigation of side effects, as assessed quan- 
titative parameters, including ^omerular filtration rates. 
The practice of clinical research in transplantation must 
proceed to develop principles of rigorous vStudy design 
and precise aruiiytical tools tn order to most.exp^tiously 
evaluate the available arnty of new immunosupprefjsants 
described in this review. 
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INTERLEUKIN-12 (IL- 12). DRIVEN ALLODMlVtUNE RESPONSES 

IN VITRO AND IN VIVO 

ReQUIKEMENT for j31 SUBUNIT OF THE IL-12 RECEPTOR^ 
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Background, Interleukiii-12 {ILrl2) mediates its bio-* 
logic activities via binding high-affinity receptors on T 
and natural killer cells. Although emphasis has been 
placed on the requirement for ILrl2R02 in IL-12 bio- 
activity, the role of IIrl2R/31 is less well defined. The 
current study evaluated the effects of exogenous IL-12 
on alloantigen-specific immune responses and deter- 
mined the requirement for IL-12R/31 in ILrl2-mediated 
alloimmunity. 

Methods. The mouse heterotopic cardiac transplant 
model was employed to evaluate the eCTects of IL-12 on 
alloantigen-specific immune responses in vivo. In ad- 
dition, IFN-y production in mixed lymphocyte cul- 
tures (MLC) supplemented with ILrl2 was measured to 
assess the effects of IL-12 on ThI function in vitro* 
Mice deficient in IL-12R/}1 aL-12R01"'~) were used to 
determine the requirement for this receptor compo- 
nent in IL-12-driven alloimmune responses. 

Results. Addition of IL-12 to MLC consisting of wild- 
type splenocytes enhanced alioantigen-speciftc prolif- 
erative responses and Thl development. In contrast, 
iL-12 did not alter these in vitro immune parameters 
m IL-12R^1""'" MLC- Treatment of wild-type cardiac 
allograft recipients with IL-12 resulted in high concen- 
trations of serum interferon-^ (IFN-7) and a 10-fold 
increase in IFN-r production by recipient splenocytes 
after restimulation in vitro. However, this fulminate 
Thl response did not accelerate allograft rejection* 
Importantly, IL-12 had no effect on derum IFN-y or in 
vivo priming of Thl in IL-12R/31~'" recipients. Finally, 
administration of IL-12 to WT allograft recipients re- 
sulted in a bimodal alloantibody response; antibody 
production was suppressed at high doses of IL-12, and 
enhanced at lower doses. 

Conclusions, IL-12 markedly enhances alloantigen- 
specific immune function; however, these exaggerated 
Thl -driven responses do not culminate in accelerated 
allograft rejection. Further, these data indicate that 
IL-12R)31 is essential for the enhancement of both in 

* This work was supported by grant ROl AI31946 (D.K.B.) from 
the National Institutes of Health. 

* Department of Surgery, Section of General Surgery, University 
of Michigan School of Medicine. 
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" Department of Pathology, University of Utah School of Medicine. 
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vitro and in vivo alloimmune responses by exogenous 
IL-12. 

It is well established that interleukin-12 (IL-12*) is a crit- 
ical cytokine involved in the regulation of Thl- and Th2- 
mediated immune responses in several e>tperimental models 
(reviewed in 1 and 2). lL-\2 has direct stimulatory and in- 
hibitory effects on Thl and Th2. respectively (3-6). Further, 
this cytokine promotes Thl and inhibits Th2 development 
indirectly by inducing interferon-y {IFN-7) production by ac- 
tivated T cells and natural killer cells {7-12). Thl have been 
accepted as key regulators of allograft rejectioni in that this 
cell type promotes both delayed-type hypersensitivity and 
cytotoxic T lymphocyte responses, which are believed to be 
the principle terminal effector mechanisms of acute allograft 
rejection (13, 14). An understanding of the role of IL-12 in 
graft rejection is just emerging. For example, IL-12 clearly 
augments alloreactive Thl development in vitro {15). How- 
ever, the presence of IL-12 is not mandatory for the develop- 
ment of acute cardiac allograft rejection (15, 16). Hence, an 
important question is whether enhanced Thl function alters 
the rejection response. Given the IL-12/Thl dogma, one 
would predict that IL-12 would augment alloreactive Thl 
function, resulting in accelerated allograft rejection. The 
present study therefore was designed to test the hypothesis 
that IL-12-driven Thl responses would exacerbate cardiac 
allograft rejection. 

IL-12 mediates its biologic effects by interacting with a 
high-affinity receptor, which consists of at least two cloned 
components, IL-12RP1 and lL-12Rp2 {17-19). IL-12Rpi in- 
teracts with the p40 subunit of IL-12, whereas the p35 sub- 
unit of IL-12 is believed to bind to IL-l2Rp2 {19, 20). Em- 
phasis has been placed on the necessity for IL-12Rj32 in IL-12 
signaling (2i, 22). However, by utilizing lL-12Rpi knockout 
mice (IL-12R01"''"), Wu et al. (25) recently reported that the 
pi subunit of IL-12R is essential for IL-12-driven prolifera- 
tion and IFN-7 production by mitogen-activated blasts, nat- 
ural killer cell lytic activity, and IFN-y production in re- 
sponse to endotoxin. We have reported that the p40 subunit 
of IL-12 stimulates alloreactive CD8+ Thl development both 
in vitro {24) and in vivo {151 These observations suggest that 

* Abbreviations: Con A. concanavalin A; ELISA, enzyme-linked 
immunosorbent assay; GVHD, graft-versus-host disease; H&E, he- 
matoxylin and eosin; IFN-7, interferon-y; IL, interleukin IL 
I2Ri31*'', mice deficient in /31 subunit of IL-'12 receptor; mAb, mono- 
clonal antibody; MLC, mixed lymphocyte culttu«; WT, wild-type. 
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^L-12R^1 may be needed for alloreactive Thl development, 
and that signaling through IL-12R/31 may be sufficient to 
mediate ILrl2*s biologic activity on CD8+ T cells. Hence, the 
present study employed ILrl2Rj31"'~ mice to determine 
whether pi subimit of IL-12R is required for IL-12-induced 
alioantigen-specific immune responses. To our knowledge, 
this study is the first to investigate the effects of IL-12 
treatment on alloreactive Thl development in vivo and to 
establish a mandatory role for IL-12Rpi in ILrl2-driven al- 
loimmune responses, 

MATERIALS AND METHODS 

Mice, Wild-type CWT) C57BL/6 and BALB/c mice between 6 and 
12 weekfi of age were obtained from Charles River Laboratories 
(Raleigh, NG). GeneraUon of C57BU6 IX^m^l"'- mice has been 
described previously (23). These mice were generated on the 129/Sv 
background and back-crossed to C57BL/6 mice for five generations, 
then intercrossed to generate homozygotes. 

Medium, The culture medium used in these studies was Dulbec- 
co*6 minimum essential medium supplemented with 1.6 mM L-glu- 
tamine, 0.27 mM Uasparagine. 1.4 mM irarginine HCl. 14 iM folic 
acid, 10 mM HEPES buffer, 10 mM sodium pyruvate, 100 unita/rol 
penicillin/streptomycin, 2% fetal calf serum (aJ! obtained from Life 
Technologies. Grand Island, NY), and 5x10"* M 2-mercaptoethanol 
(Sigma Chemical, St Louis. MO). 

Mitogert'driven cytokine production. To investigate the require- 
ment for the /31 subunit of IL-12R in mitogen-stimulated IL-10 and 
IFN-> production, splenocytes (2x10® cells/ml) isolated from naive 
WT or IL-12R^l-'- 05781/6 mice were incubated for 72 hr with 1 
^ml concanavalin A (Con A) (Sigma Chemical), Cultures were 
supplemented with 1 ng/ml murine recombinant IL-12 (rIL-12) 
(kindly provided by Dr. Maurice Gately, Hoffmaxm-La Roche Inc.) to 
assess itie effect of exogenous IL-12 on Con A-stimulated cytokine 
production by splenocytes of WT and IL-12Rpi-defident mice. Re- 
sulting supomatants were harvested at 72 hr, and the concentra- 
tions of IL-IO and IFN-y measured by enzyme-linked immunosor- 
bent assay (ELISA), 

In vitro alloimmune responses. To assess alioantigen-specific Thl 
development, splenocytes (ix 10* cells/ml) isolated from naive WT or 
IL-12Rl31~'~ C57BI/6 mice were incubated for 5 days with irradi- 
ated (5000 rads) BALB/c splenocytes (IXIO® cells/ml). Where indi- 
cated, 1 ng^ml of murine rIL-12 was added to primary mixed lym- 
phocyte cultures (MLC) to assess the effect of exogenous lL-12 on 
alloantigen-driven Thl function and to evaluate whether Thl from 
IL-12R^l-deficient mice were responsive to IL-12 stimulation. The 
concentration of rIL-12 was selected from dose-response experiments 
in which the amount of rIL-12 needed for maximal enhancement of 
alioantigen-specific proliferation was 5-10 ng/ml (data not shown). 
Resulting cell populations were harvested, washed three times, and 
restimulated (at 1X10® celle/ml) with irradiated BALB/c stimulator 
cells (IX 10® cells/ml). MLC eupematants were collected after 24 hr 
(lL-4 and IL-10) or 72 hr (IFN-y), and cytokine concentrations mea- 
sured by ELISA. 

In addition, splenocyte proliferative response to alloantigens was 
determined in cultures either left unmodified or supplemented with 
1 ng/ml murine rIL-12. WT or lLa2Ri31-'" C57BL/6 splenocytes 
(1x10® cells/ml) were stimulated for 5 days with irradiated BALB/c 
splenocytes (ixio® cells/ml) in 96-well U-bottom plates (Becton 
Dickinson, Lincoln Park, NY) in a final volume of 200 fil (done in 
quadruplicate). Cultures were pulsed with 0.6 /iCi/well [methyl- 
^HHhymidine (ICN. Costa Mesa, CA) for the final 8 hr of the incu- 
bation period. (methyl-^HJThymidine incorporation was assessed on 
a WaUac 1205 Betaplate scintillation counter (Wallac, Turku, Fin- 
land). 

Heterotopic cardiac transplantation. Intact BALB/c (H2^) hearts 
were anastomosed to the great vessels in the abdomens of WT or 
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IL-12RP1"'- C57Biy6 (H2*') mice as described by Corry et a| (9 
this model, the transplanted heart is perfused with the rec • * 
blood and resumes contractions until acutely rejected, which ^^'^"^^ * 
in unmodified WT recipients of tliis strain combination in a 
mately 8-9 days {15, 241 Oraft function was evaluated hTd^^' 
abdominal palpation. Myocyte damage and intensity of graft.i n 
trating cells were assessed by routine hematoxylin and eosin (H&p 
staining of paraffin-embedded sections of transplanted allografU ' 
Experimental groups. Cardiac allograft recipients were dtvidod 
into four groups: (1) recipients injected intra peritoneally with I mg*of 
anti-CD8 monoclonal antibody (mAb) (hybridoma 2.43, purified b- 
Montana ImmunoTech Inc., Bozeman, MT) on days -2 and -i 
before transplantation, (2) animals given daily intraperitoneal injec 
tions of murine rIH2 (0.1 or 1.0 p.g) on days 1-6 after transplan- 
tation. (3) recipients Injected with a combination of 2.43 anti-CDfi 
mAb plus rIL-12, and (4) unmodified (no treatment) mice, which 
served as controls. Depletion of CD8+ cells (<2%) was verified by 
flow cytometry using anti-CD8:fluoresceln isothiocyanate antibody 
(PharMingen), 

In vivo alloimmune responses. To monitor in vivo Thl develop- 
ment. splenocytes (ix 10* cells/ral) obtained from allograft recipients 
were restimulated with irradiated BALB/c stimulator cells (1x10" 
cells/ml), and the concentration of IFN-y was measured by ELISA 
As an additional measure of the in vivo activity of IL-12 on IFN-y 
production, sera IFN-y concentrations in WT and IL-l2Rpl*'- car- 
diac allograft recipients were measured by ELISA. Further, to assess 
the effect of IL<'12 treatment on B cell function, sera altoantibody 
(IgM, IgGl, and IgG2a) levels were determined (see below). 

Cytokine ELISA, Experimental samples (100 /il) were added in 
triplicate to plates coated with 5 /ig/ml rat anti-mouse IFN-y, IL-4, or 
IL-10 capture antibodies (PharMingen). Standards were employed 
by preparing 2-fold dilutions of murine recombinant IFN-7, IL-4, and 
IL-10 (PharMihgen), with a starting concentration of 25, 2.5, and 10 
ng/ml, respectively. After a 1-hr incubation at room temperature, 
plates were washed three times with 0.05% Tween 20 in PBS. One 
hundred microliters of rat anti-mouse secondary biotinyiated anti- 
bodies (1 /ig/ml) (PharMingen) was then added, and plates were 
incubated at room temperature for 45 min, Plates were then washed 
three times with 0.05% Tween 20 in PBS, and 100 ml of avidin- 
peroxidase (Sigma Chemicals) was added. After a dO-min incubation 
at room temperature, plates were washed three times with 0.05* 
Tween 20 in PBS, and 100 ml of 2,2'-azino-bis(3-ethylben^thiafcoline' 
6-sulfonic acid) substrate (Sigma Chemical) was then added to each 
well. After 20 min. absorbance was determined at 405 nm by an Et 
800 microplate reader (Bio-Tek Instruments, Winooski. VT). Sample 
cytokine concentrations were calculated from a standard curve. The 
sensitivity of this assay is approximately 300 pg/ml for IFN-7, 100 
pg/ml for IL-4, and 150 pg/ml for IL-10. 

Sera altoantibody determination, P815 cells (H2**) were stained 
for flow cytometric analysis using dilutions of sera (1:50) obtained 
from cardiac allograft recipients as the primary antibody, followed by 
fluorescein isothiocyanate-conjugated isotype-specific anti-mouse 
IgM, IgGl. and IgG2a secondary antibodies (The Binding Site, San 
Diego, CA). Data are reported as the mean channel fluorescence 
determined on a Becbon Dickinson FACScan. 

Statistics. Statistical anal3rses in this study were done using a 
Student's t test performed by the program StatView 4.1. 



RESULTS 

Requirement for lL'12Rpi in T Cell Responses in Vitro 

Enhancement of mitogen-driven IFN-y and IL-lO produc- 
tion by IL-12 requires IL'12RfiL IL-12 stimulates concomi- 
tant production of IL-10 and IFN-y by activated T cells (/5, 
2$, 27), To determine whether ^1 subunit of I1^12R is re- 
quired for production of these cytokines, C57BL/6 spleno- 
cytes isolated WT or IL-12Rpi-dericient mice were stimu- 
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lated with Con A for 72 hr, and supernatant cytokine 
concentrations were determined by ELISA. Production of the 
fhl cytokine IFN-y by Con A-stimulated splenocytes isolated 
from IL-12Rpi~^' mice was readily detectable (Fig. lA), al- 
though concentrations were lower than that seen in WT 
controls (IL^mpl-'-^l.Oa ng/ml vs. WT-5.24 ng/ml). Ad- 
dition of exogenous rIL-12 significantly enhanced IFN-y pro- 
duction by mitogen-stimulated splenocytes obtained from 
WT mice (15.79 ng/ml). In contrast, IFN-7 production by 
splenocytes from ILrl2R01"'" mice was not altered after the 
addition of rILrl2 (1.54 ng/ml). 
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The requirement for IL-12Rpl in IL-12-driven IL-10 pro- 
duction also was assessed. Splenocytes isolated from IL- 
12R(31 -deficient mice produced similar levels of IL-10 upon 
Con A stimulation when compared to WT cells (Fig. IB). 
rILrl2 enhanced Con A-stimulated IL-10 production by WT 
splenocytes (2.70 ng/ml vs. 5.65 ng/ml). However, the pi 
subunit of IL-12R was required for this response, as IL42 did 
not affect IL-10 secretion by mitogen-stimulated IL- 
12Rpi"'" splenocytes. 

In uitro alloreactive T helper cell development. To evaluate 
the requirement for IL-12Rpi in IL-12-driven alloantigen- 
specific T cell development, naive splenocytes obtained from 
WT or IL-12Rj31~'" mice were incubated for 5 days with 
irradiated BALB/c splenocytes in primary MLC. which were 
either left unmodified or supplemented with rlL-12. Result- 
ing cell populations were restimulated with irradiated 
BALB/c splenocytes in the absence of rIL-12, and in vitro 
EFN.y, IL-4, and IL-10 production determined by ELISA 
(Table 1). Primed WT splenocytes secreted high levels of 
IFN-7 upon restimulation with alloantigens. Splenocytes ob- 
tained from IL.12Rpi"^' mice secreted IFN-y upon restimu- 
lation with alloantigens, albeit to a lesser degree than WT 
cells (WT=2L32 ng/ml vs. IL-12Rpr^"=5.72 ng/ml). The 
decrease in alloantigen-stimulated IFN-7 production in IL- 
12R|31-deficient mice was not associated with a decrease in 
the cells* ability to proliferate in response to alloantigens 
(Fig. 2), in that [methyl-^Hl thymidine incorporation by al- 
loantigen-stimulated IL-12Rpi-'" splenocytes was similar to 
that seen by WT cells (IL-12Ri31-^-- 13,385 cpm vs. 
WT=11,441 cpm). In both groups, IL-4, IL-10 (Table 1), and 
ILr5 (data not shown) were not detected in cultures that were 
not supplemented with exogenous rIL-12. 

As fihown in Table 1, exogenous rIL-12 markedly enhanced 
IFN-y production by WT splenocytes in vitro (21.32 ng/ml vs. 
215.13 ng/ml), but faUed to augment IFN-y secretion by cells 
obtained from IL-12Rpl-'- mice (5.72 ng/ml vs. 6,80 ng/ml). 
Likewise, rIL-12 signiGcantly enhanced WT splenocyte pro- 
liferation in the MLC (Fig. 2). but did not alter the prolifer- 
ative ability of splenocytes isolated from IL-12Rpl-deficient 
mice. Finally, the addition of exogenous rIL-12 to cultures 



Table 1, Ilrl2 does not enhance alloantigen^specific Thl 
develooment in IL-l2R^l"'" mice in vitro'* 
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Figure 1. Mitogen-driven cytokine production by splenocytes iso- 
lated from ELrl2Rpi"'* mice. Splenocytes (2x10® cells/ml) obtained 
from WT or IL12Ri31''" C57BL/6 mice were stimulated in vitro with 
1 fig/ml Con A. Cultures were either left untreated or supplemented 
with murine rIL-12 (1 ng/ml). Supematants were collected after 72 
Kr, and the concentrations of IFN-y (A) and IL-10 (B) were deter- 
mined by ELISA. Results are expressed as the mean cytokine con- 
centration in triplicate samples i SD. Data are representative of 
three separate experiments. In panel A, *» P<0.05 (WT unmodified 
vs. IL-12R0r'- unmodified); P<0.005 (WT unmodified vs. WT 
IL-12-treaUd). In panel B. *, P<0.05 (WT unmodified vs, WT IL-12- 
treated). 
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^ splenocytes vi^^iv ceuiwini/ uumhu^ " * ^ 
C57BL/6 mice were incubated for 5 days with irradiated allogeneic 
splenocytes (ixlO® cells/ml) in unmodified MLC or MLC supple- 
mented with murine rIL-12 (1 ng/ml). Resulting cell populations 
were harvested and restimulated with alloantigens for cytokine de- 
termination. Supematants concentrations of IFN-7 (72 hr), IL-4 (24 
hr), and IL-10 (24 hr) were measured by ELISA. Results are ex- 
pressed as the cytokine concentration in triplicate samples (mean 1 
SD). Data are representative of four separate experiments. ND in- 
dicates not detectable. ♦♦,P<0.01, WT unmodified vs. IL-12R/31- ' 
unmodified: ***, P<0,005, WT unmodified vs. WT 1L-I2.treated. 
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Figure 2. The ^1 subunit of IL-12 receptor is required for IL-12- 
induced stimulation of alloantigen-specific spicnocyte proliferation. 
05781/6 splenocytes (1X10* cells/ml) were stimulated with irradi- 
ated allogeneic BALB/c splenocytes (ixlO® cells/ml) in 96-well mi- 
crotiter plates for 5 days. Cultures were pulsed with 0.6 M-Ci/well 
(methyl-^Hlthymidine for the Hnal 8 hr of the incubation period, and 
thymidine incorporation was determined by liquid scintillation spec- 
trophotometry. Results are expressed as the mean cpm in quadru- 
plicate samples ± SD. Data are representative of three separate 
experiments. *, P<0.05 (WT unmodified vs. WT IL-12-treated). 

stimulated the secretion of ILrlO by alloantigen-stimulated 
WT Bplenopytes, but not IL-12Rpi"'" cells (Table 1). Collec- 
tively, these data indicate that the subunit of IL-12R is 
required for the enhancement of several in vitro alloimmune 
responses by exogenous rIL-12, including increased alloanti- 
gen-stimulated T cell proliferation, and IFN-7 and IL-IO 
production. 

Effects of Exogenous IL-12 on Alloimmune Responses 
in Vivo 

Enhancement of serum IFN-y by 11-12 treatment To mon- 
itor the in situ effects of IL-12 treatment on IFN-y production 
in cardiac allograft recipients, serum IFN-y concentrations 
were measured on day 7 after transplantation (Fig. 33. In 
both WT and IL-12Rpi"^" allograft recipients, serum IFN-y 
was undetectable by ELISA on day 7 after transplantation. 
Treatment of WT recipients with rIL-12 markedly increased 
serum IFN-y in three independent experiments; however, 
this treatment regimen had little effect on the concentration 
of serum IFN-y in IL-12R/31'^"' allograft recipients. 

Effects of IL-12 on alloantigen-spccific Thl development in 
vivo, Splenocytes obtained from cardiac allografl recipients 
were restimulated in vitro with donor alloantigens and su- 
pernatant concentrations of IFN-y were determined by 
ELISA. This assay detects in vivo primed Thl, in that spleno* 
cytes from naive, non trans planted mice produce minimal or 
undetectable levels of IFN-y under these conditions (75, 16, 
24), Restimulation of splenocytes from unmodified IL- 
12R/31"^" allograft recipients with donor alloantigens re- 
sulted in the secretion of similar amounts of IFN-y compared 
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Figure 3. Treatment of WT, but not IL-12Rpi*'' allograft recipi- 
ents with rIL-l2 markedly increases serum TFN-y. WT or IL- 
12Ri31"''' C57BI/6 mice bearing BAUB/c cardiac allografts were 
either left untreated or given daily intraperitoneal iiyections of LO 
fig of rIL-12 on days 1-6 after transplantation. On day 7. blood 
obtained from allograft recipients waa pooled and serum collected 
after centriftigation. Serum IFN-y was determined by ELISA. Re- 
sults are expressed as the mean cytokine concentration in triplicate 
samples ± SD. Data are representative of three independent exper- 
iments. ND indicates not detectable. **♦, P<0.()05 (WT IL-12-treated 
V6. IL-12R/51''" IL-12-treated). 

to that seen in WT recipients (IL.12R)31~'"=^7.16 ng/ml vs. 
WT==6.24 ng/ml) (Fig. 4). Treatment of WT recipients with 
IL-12 resulted in a 10-fold increase in the production of IFN-y 
(59.05 ng/ml). In contrast^ IFN-y production by splenocytes 
obtained from lL-12Rpl"'" recipients treated with IL-12 in 
vivo was similar to untreated values (9.69 ng/ml), indicating 
that the /SI subunit of IL-12R is required for IL-12-mediatea 
enhancement of in vivo sensitization of IFN-y-producing 
cells. Further, these results indicate that in vivo Thl devel- 
opment can occur in a state of IL-12 unresponsiveness. 

Effects of exogenous IL-t2 on cardiac allografl rejection. 
As IL-12 treatment markedly enhanced Thl responses in WT 
allograft recipients (Figs. 3 and 4), one might predict that 
IL-12 treatment would exacerbate allograft rejection. To test 
this possibility, cardiac allograft function was monitored by 
daily abdominal palpation in WT or IL-12R01~'" allograft 
recipients bearing BALB/c hearts. Cardiac allograft recipi- 
ents were either left untreated or iiyected once daily with LO 
fig of rIL-12- Treatment of WT allograft recipients with this 
dose of rIL-12 (n=10) resulted in symptoms of cachexia in- 
cluding weight loss (mean decrease=2.0i:0.7 g in 1 week), 
ruffed fur, hunched posture, and decreased activity. In con- 
trast, lL-12Rj31~'~ allograft recipients exhibited no signs of 
IL-12-induced toxicity. 

The mean cardiac allograft survival in unmodified WT 
recipients was approximately 8 days (data not shown; 15, 241 
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PtouRE 4. Enhancement of in Vivo sensitiMtlon of IFN-r producing 
«K lL-12 squires IL-WRpi. WT or IL-WRpi;'- 06781^6 ear- 
£ SoeTaft ^pienU were either left untreated or iigected daily 
i^Io « of rIL.12 on days 1-6 after transplantation Jo assess m 
3? i.llevelopmeflt, splenocytes (IxW cells/ml) ^^^^^ 
cardiac allograft recipients were r^stmulated wth '^radiated 
Sc splenocytes (IxW cells/ml). SupernatanU were coU«rted 
fftTr TO^n^d the concentration of IFN-y was determnjed by 
ELISA. Results are expressed as the mean «'"««°*">>»"5^j3^ 
tripUcate samples £ SD. Data are «Pn»entat.ve of three sepMaU 
wjeriments. /'<0.005 (WT unmodified vs. WT IL-lZ-treated). 

Cardiac allografts in IL-12R/31-'- recipients were rejected in 
a similar fashion to that seen in IL-12-deficient m.oe (15) m 
that grafts were uniformly r^ected by day 7 <r.®\^' 
pccteTtreatment of IH2R^r'- allograft r^^^^^'^^Jj'J^ 
dil2 had no effect on the tempo of allograft rejection (n-6). 
Ititereetingly, despite the overwhelming Thl response m- 
dS by rIL-12 i^ WT allograft recipients (Pigs. 3 and 4), 
treatment of these animals with rIL-12 d.d not appear to 
accelerate the tempo of graft rejection «>^3J^ 
grafts of untreated WT recipients on day 7 after transplan- 
S£ For example. 7 of 10 (70%) allografts of WT recipiente 
treated with rlL-12 were still ^^^'^''^^^ '"".f^y'^.^^'^ 
logic evaluation of these grafts "-^^^^'^J^ f "^'^P^S 
of early rejection compared to unmodified WT recipients. 
Specifically, histology was characterized ^y^^^^^^'l^^l 
clea^ceU infiltrates, viable myocytes as evidenced by visible 
nuclei and relatively uninvoWed vessels (Fig. 6). Hence, 
rfMi' t^atment did not accelerate the pathologic changes 
associated with acute rejection. 

Thenotype of alloantigen-reactwe Thl in WT allograft re- 
cipients ir^ated wUh rlL.12. To determine Ph^^J^T^^^f 
Thl responsive to exogenous rIL-12. WT canhac recipients 
were Seted in vivo of CD8+ T cells (Fig 6). Splenocy^ 
obtained from CDS depleted cardiac allograft recipients pro- 
duced markedly less IFN-y upon in ^itrof stimulat.onwith 
irradiated donor splenocytes (WTunmodified=6.15 ng/ml vs. 




PiouRE 5 Exogenous IH2 does not exacerbate cardiac dlograft 
Sfon ct^BL^ WT recipients of BALB/c cardiac allografts were 
Xrleft untreated or injected intraperitoneally with munne rIL.l2 
a o i) on days 1-6 after tranaplanteUon. On day 7 allografts we« 
harvested for histologic evaluaUon. (A) H&E^tamed s^^!" Itn 
frrtr, WT recioients left untreated (ongmal magnification, 
Tm) ^HTE-Sed section of aUografts (h,m WT recipients 
treated w thrn,12 (original magnificaUon. x400) Note m both 
iSentel groups moderate mononuclear ceU infiltrates, and rel- 
X1«Sof^y«yte9 and vessels. TTiese characteristics are asso- 
Tud the earlyVhase of acute rejectton »^j<'« 

and vascular damage, which is observed on days 8 or 9 after 
r^'SanttirClts a^r^presentative of at least 10 individual 
transplants for each experimental group. 

WT anti-CD8 mAb-trcated=0.52 ng^ml). Similarly, Thl that 
develop as a result of IL-12 stimulation in these experiments 
iTre predominantly CD8+ T cells (Kg^6), as deije^oa of 
CDS cells resulted in a reduction in IFN-7 P^Juction (WT 
IL 12.treated=35.89 ng/ml vs. WT lL-12 plus ant,-CD8 mAb- 
treated'=2.75 ng/ml). 

IL12 Treatment (1.0 iJgfDay) Inhibits 
Alloantibody Responses 
Given our findings that treatment of WT cardiac allograft 
recipients with rll.12 resulted in significant 
of serum IFN.7 (Fig. 3) and in vivo priming o^M iFyg^h 
one would predict that IL-12 treatment should drive Ig02a 
alloantibody production. To tost this possibility, sera a loan- 
Sy production was assessed on day 7 after transplanta- 
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FioUKB 6. Alloantigen-specific Thl responding to exogenous rllrl2 
are CD8+ T cells. In these experiments, splenocytes were obtained 
from cardiac allograft recipients either left untreated or treated with 
anti-CD8 mAb, rIL-12, or a combination of anti-CD8 mAb plus rlL- 
12. Thl function was assessed by IFN-y production aft^r a 72-hr 
restimulation of recipient's splenocytes with irradiated BALB/c 
splenocytes. Results are expressed as the mean concentration of 
IFN-Y in triplicate samples ± SD. Data are representative of three 
separate experiments. •**, P<0.005 (WT unmodified vs. WT anti- 
CD8 mAb-treated; WT lL-12-treated vs. WT IL-12 plus anti-CD8 
mAb-treated). 



tion in WT cardiac allograft recipients either left unmodified 
or treated once daily with 1.0 fig of rIL-12. In these experi- 
ments, sera lgG2a was undetectable in rIL-12-treated WT 
allograft recipients at this time point (data not shown). Fur- 
ther, treatment of WT recipients with rIL-12 resulted in 
reduced sera IgM alloantibody in three independent experi- 
ments, compared to untreated WT recipients (Table 2). This 
observation indicates that high doses of rIL-12 inhibit, rather 
than enhance, alloantibody production in this mode]. In con- 
trast, treatment of IL-12R^1~'"* allograft recipients with 

Table 2. High-dose r IL-12 inhibits IgM production in vivo" 
Scrum IgM (mean channel auor«8cei\ce) 





Unmodified 


IH2 Treatment 


WT 






Experiment 1* 


37.18 


9.86 


Experiment 2 


33.97 


11.39 


Experiment 3 


78.51 


27.37 


IL.12Rpr'~ 






Experiment 1 


17.36 , 


31.52 


Experiment 2 


33,83 


43.64 


Experiment 3 


21.67 


35.96 



Serum was obtained on day 7 after transplantation from WT or 
IL-12R/31"'" cardiac allograft recipients. Animals were either left 
untreated or iiyected with 1 fig of rIL-l2 once daily. Anti-BALB/c 
IgM was assessed by ftow cytometry using P815 (H2'*) target cells as 
described under Materials and Methods. Data are reported as the 
mean channel fluorescence and represent three separate experi- 
ments for each group. 



rILrl2 resulted in a slight increase in sera IgM compared to 
unmodified knockout recipients. 

Effects ofLowdose IL-12 (0.1 ^ig/Day) on 
Alloantibody Responses 

The reduction in sera IgM in WT allograft recipients after 
rIL-12 (1.0 ftg/day) treatment (Table 2) may have been 
caused by anti-proliferative or toxic effects on B cell function 
caused by rIL-12 and/or IFN-y. To test this possibility, WT 
cardiac allograft recipients were treated once daily with 0.1 
/iig of rIL-12 and sera alloantibody levels were assessed on 
day 7 or 8 afVer transplantation. No alteratiorus in the pathol- 
ogy of allograft rejection was observed in recipients treated 
with 0.1 fig of rIL-12 compared to 1,0 ^ (data not shown). 
Further, treatment of WT allograft recipients with 0.1 ng of 
rIL-12 resulted in significantly less IL-12*induced toxicity, 
serum IFN-7 concentrations in these animals were undetect- 
able by ELISA, and in vivo Thl sensitization was similar to 
untreated allograft recipients (data not shown). These re* 
suits suggested that the 0.1-^g dose of rIL-12 was ineffective 
in vivo. However, unlike the higher dose of rILrl2 (1.0 fig), 
treatment of WT cardiac allograft recipients with 0.1 fxg of 
rILrl2 resulted in an increase in sera IgG2a, but not IgQl at 
both days 7 and 8 after transplantation (Table 3). Further, 
IL-12 treatment augmented sera IgM levels at both time 
points. 

DISCUSSION 

Bioactive IL-12 exists as a p70 heterodimer composed of 
p35 and p40 subunits (28, 29). Each subunit of IL-12 inter- 
acts with a distinct component of the IL-12R: p40 binds to 
IL-12R^1 and p35 interacts with IL-I2Ri32 (19, 201 Both 
receptor subunits are associated with members of the Janus 
kinase family (50), and therefore may facilitate IL-12-medi- 
ated signal transduction. However, most of the attention has 
been given to IL-12R)32, which associates with JAK2 (301 For 
example, recent evidence supports a requirement for IL- 
12RP2 expression in IL-12-induced phosphorylation of Stat4 
(21, 22). Further, these studies revealed the importance of 
the /32 subunit of IL*12R by demonstrating that the unre- 
sponsiveness of Th2 to IL-12 in both human (21) and mouse 
(22) is a result of loss of IL-12RP2 expression by these cells. 
These results indicate that the binding of the p40 subunit of 



Table 3. Low-dose rIL-12 augments IgM and IgG2a production in 

vivo*' _ 

Mean channel fluorescence 



Experiment 1 (day 7) 
Unmodified 
IL-12 

Experiment 2 (day 8) 
Unmodified 
IL-12 



IgM 


IgGl 


IgG2a 


11.90 


2.06 


2.58 


28.94 


2.67 


12.79 


31.54 


8.53 


16.31 


46.57 


9.72 


49.00 



Serum was obtained on day 7 or 8 after transplantation from 
cardiac allograft recipients either left untreated or injected with 0.1 
Hg of rIL-12 once daily. Isotype-specific anti-BALB/c alloantibody 
was assessed by flow cytometiy using P815 (H2**) target cells as 
described under Materials and Methods. Data are reported as the 
mean channel fluorescence. Mean channel fluorescence for isotype 
controls were 1.65 (IgM). 1.67 (IgGl), and 1.57 (IgG2a). 
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[Lrl2 to IL-12RP1 is not sufficient to mediate the bioactivity 
of heterodimer IL-12. However, we have reported that p40 
promotes alloantigen-specific CD8+ Thl development in the 
absence of heterodimer IL-12 U5), This observation suggests 
that p40 mediates its stimulatory effect through IL- 
12RP1 alone, or that IL-12R01 associates with a yet uniden- 
tified component of IL-12R on CD8+ T cells. These possibil- 
ities have not been tested. Additional data are emerging that 
support a biologic role of p40 interacting with IL-12Rpi HI 
Specifically, p35 knockout mice, which are capable of produc- 
ing p40 in levels similar to WT mice (311 are less susceptible 
to infection with Listeria and Cryptococcus neoformas com- 
pared to p40 knockout mice. Hence, one goal of the current 
study was to assess the role of IL-12R/31 in alloimmune 
responses both in vitro and in vivo, 

IL-12 is a potent stimulator of in vitro alloantigen-specific 
Thl development, in that the addition of IL-12 to MLC con- 
sisting of WT responder splenocytes resulted in a 10-fold or 
greater increase in IFN-y production (Table 1; 15h Exoge- 
nous rIL-12 also markedly augments in vitro Thl develop- 
ment in mice that are deficient in p35, p40 (15) or both 
subunits of XL- 12 (JR Piccotti and DK Bishop, unpublished 
observations), indicating that T cells of these mice are 
equipped with a functional IL-12R. In contrast, IL-12 did not 
alter MLC IFN*7 production by splenocytes of IL-12Rpi~^ 
mice (Table 1). This result illustrates the requirement of 01 
subunit of IL-12R for lL-12-driven Thl differentiation in 
vitro. It should be noted that, although IFN-y production by 
IL-12Ri31~'~ splenocytes in MLC was reduced compared to 
WT values (Table 1), this cytokine was readily detectable by 
ELISA, suggesting that IL-12 is not an absolute requirement 
for in vitro Thl responses. 

IL-12 is also a key cytokine involved in promoting cell- 
mediated immune responses in vivo (7, 2). However, what 
role IL-12 plays in transplant rejection remains unclear. It 
has been reported that IL-12 has a central role in the pro- 
gression of acute graft-versus-host disease (GVHD) in mice 
{6, 32). In these studies, neutralizing IL-12 with a polyclonal 
anti-IL-12 antibody results in the amelioration of acute 
GVHD (52) and, conversely, treatment with exogenous IL-12 
converts chronic GVHD into exacerbated acute GVHD (6. 32), 
Further, Williamson et al. (53) have reported that neutraliz- 
ing IL-12 during the inductive phase of GVHD results in a 
Thl to Th2 shift evidenced by a reduction in IFN-7 and 
enhancement of IL-5 and IL-10 production by Con A-stimu- 
lated splenocytes. In contrast to these findings, neutralizing 
IL-12 in mouse vascularized cardiac allograft recipients pro- 
motes intragraft Th2 cytokine (IL-4 and IL-10) gene expres- 
sion; however, these grafts are rejected in an accelerated 
fashion compared to untreated recipients (16). Importantly, 
in vivo Thl priming is not inhibited by 11^12 neutralization, 
indicating that Thl development can occur independent of 
IL-12 (16). This possibility is further supported by the obser- 
vation that splenocytes of IL-12Rpl'''' allograft recipients 
produce similar concentrations of IFN-7 upon restimulation 
with donor splenocytes compared to WT recipients (Fig. 4). It 
does not appear that Thl development in IL-12Rpi~'" mice 
is a result of the interaction of endogenous IL-12 with the 
low-affinity IL-12Ri32, as treatment of these animals with 
rll^l2 did not augment in vivo priming of IFN-y-producing 
cells (Figs. 3 and 4), 
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A second hypothesis tested in the current study was treat- 
ment of cardiac allograft recipients with IL-12 would, accel- 
erate the rejection process as a result of exacerbated Thl- 
driven immune responses. Administration of exogenous 
rIL-12 significantly augmented in vivo sensitization of IFN- 
■y-producing cells in WT cardiac allograft recipients, as evi- 
denced by increased sera IFN-7 (Fig. 3) and enhanced pro- 
duction of IFN-Y by splenocytes aft^r restimulation with 
donor alloantigens in vitro (Fig. 4). However, this fulminate 
Thl response in vivo did not result in anticipated accelera- 
tion of graft rejection when compared to untreated control 
recipiente (Fig. 6). It is possible that induction of high sys^ 
temic levels of IFN-y results in an inhibition of immune 
response as a result of IFN-Vs anti-proliferative properties 
on effector cell development (34), However, graft survival 
was not prolonged after rIL-12 treatment in the current 
study. This observation questions the overall importance of 
Thl responses in this experimental model, and suggests that 
the magnitude of Thl-driven alloimmune response may not 
correlate directly to the severity of graft rejection. Indeed, 
Th2-driven immime responses are emerging as potential ef- 
fector cells of rejection in both htiman and experimental 
transplantation (reviewed in 35). 

Finally, we examined the influence of rIL-12 administra- 
tion on allospecific B cell function. In an experimental system 
in which PVG-RTl" congenic rats were immunized with an 
isolated alloantigen, Grade et al. (36) reported that treat- 
ment with murine rILrl2 (1.0 ^xg/day for 6 days) after allo- 
immunization augments levels of allospecific IgG2b and 
IgG2c, while decreasing IgGl. The authors demonstrated 
that co-administration of neutralizing anti-IFN-7 mAb abro- 
gated this response, indicating that the enhancement of B 
cell function by ILrl2 was dependent on IFN-7. When ad- 
justed for body weight, this dose of rIL-12 in the rat is 
comparable to our 0.1-ftg dose in the mouse. In the current 
study, treatment of WT cardiac allograft recipients with 0.1 
ptg of rIL-12/day for 6 days increased the level of sera IgG2a 
compared to untreated recipients on day 7 and 8 after trans- 
plantation (Table 3). However, administration of 1.0 of 
rIL-12/day reduced allospecific B cell function, indicated by a 
decrease in sera IgM (Table 2) and absence of isotype switch 
to IgG2a. These observations suggest a biphasic response to 
IL-12 treatment in WT mouse cardiac allograft recipients 
likely dependent on the concentration of IFN-7. 

In summary, this study illustrates that the jSl subunit of 
mouse IL-12R is critical for IL-12-driven alloimmune re- 
sponses both in vitro and in vivo, and that IL-12RP2 alone 
does not transduce IL-12 signaling. These observations are 
supported by recent reports, which have shown that humans 
deficient in IL-12Rpi exhibit severe impairment in their 
resistance to infections as a result of intracellular pathogens 
(57, 38), The generation of mice deficient in IL-12R/32 will 
provide an important animal model to evaluate whether /31 
subunit of IL-12R alone conveys IL-12 responsiveness in 
vivo. Specifically, these mice would be useful in determining 
the mechanism by which p40 subunit of IL-12 enhances 
CD8+ Thl development (15, 16). Finally, this study ques- 
tions the importance of Thl-driven alloimmune responses in 
cardiac allograft rejection, as exacerbated Thl responses in- 
duced by IL-12 failed to accelerate graft rejection in this 
model. 
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ABSTRACT 

The mixed lymphocyte culture (MLC) is an established clinical 
method for bone marrow transplantatioiv as it serves as an in vitro 
model iot allogenic reaction and transplantation. We previously showed 
that cytokine release into the supernatant is a more specific and sensi* 
tive parameter for cross-reactivity in the MLC than the common mea- 
surement of cdl proliferatloa Hxerefore we tried to find an inhibitor of 
the MLC in vitio with the least side effects in vivo, measuring inter- 
feron (WNyy as oiw of the most important cytokines In posttransplant 
medicine. Earlier studies showed that zinc is an important trace ele* 
ment for immime function with both stimulatory and biWbitory effects 
on immur\e cells. We found that slightly elevated zinc concentrations 
(three to four times the physiological level), which do not decrease 
T-cell proliferation in vitro nor produce immunosuppressive effects in 
vivo, suppress alloreactivity in the mixed lymphocyte culture, In iWs 
report we armlyzed the mechanism whereby ^inc influeru:es the MIC 
to possibly find «■ nontoxic way of immunosuppression. 

Index Entries: Mixed lymphocyte culture (MLC); mixed lym- 
phocyte reaction (MLR); trace elements; rinc. 

INTRODOCTIOM 

The nruxed lymphocyte cultvure (MLQ is a well-established and im- 
portant tool for determination of compatibility between host and donor 

•Author to whom ail correspondence and reprint requests should be addressed. 
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in transplantation medicine, as it serves as an in vitro model for allogenic 
reaction (1,2). It is common to measure T-cell proliferation in the MLC, but 
it was recently shown that cytokii\es are more specific and sensitive pa- 
rameters for the prediction of a possible graft rejection, as fliey play a criti- 
cal role in the posttransplant response (3^h Ihe THl<ytokine interferon-^ 
(IFN-i) was identified as the most important factor wittun the cytokine 
cascade in the MLC (6). It is known to Induce cytotoxic T-lymphocytes 
(CTL) (7) by enhancing the expresslwi of both major histocompatibility 
complex (MHC) class I and MHC class n molecules (81 The IFN-y re- 
sponse mainly depends on HLA-DR differences and it therefore well rep- 
resents reactivity between two individuals in the MLC (9), 

In transplantation medicine, cyclosporin K FK506, and other sub- 
stances are used to prevent graft r^ection. In vitro experiments revealed 
an inhibition of the MLC (10), but; unfortunately, all of tiaese immuno- 
suppressants show a wide range of toxicities in vivo, such as nephro- 
toxicity, neurotoxicity, and, probably, cardnogerdcity (11-13), As we are 
l>egiiming to xmderstand the molecular mecharusms of cyclosporin A and 
FI§06 function better and better, one of the major aiirts Is to find similar 
substances with less toxicity. 

Zinc witiiln the physiological range (12-16 \xM) is an important trace 
element for immune function (W* Zinc deficiency in vivo could be linked 
to various clirtical symptoms sudi as impaired inuntme response with re- 
gard to decrease in number, differentiation, and function of T-lymphocytes 
and natural killer (NK) cells as well as decreased activation of mono- 
cytes and phagocytosis by macrophages, resulting in a hig^ incidence of 
bacterial, viral and fungal infections* These symptoms, in tire most severe 
form shown in the hereditary disease aaodermatitis enteropatihica caused 
by malabsorption of zinc, are completely reversible after adequate substi- 
tution of zinc (15)- On the other hand, high concentrations of zinc (about 
eight times the physiological level) led to cytotoxic effects witii impair- 
ment of all T-cell functions, and inhibition of monokine induction by 
superantigei\s such as zinc is also important for the binding of some bac- 
terial superantigens to the p<hain of ti\e MHC class II molecule (16,27^. 
Optimal lmmxme<ell function hence requires a well-balanced zinc level. 

In the following study, we investigated whether zinc is able to im- 
pair alloreactivlty in the MLC at coiKentrations v^th neiti\er cytotoxic 
effects in vitro nor toxic side effects in vivo. 

MATERIALS AND METHODS 

Preparation of LymphocyU Cultures 

Peripheral blood mononuclear cells (PBMQ were isolated from buffy 
coats of healtiiy donors by density centrifugation over Ficoll-Hypaque 
(Biochrom, Berlin, Germany), washed twice with phosphate-buffered 
saline (PBS, Gibco, Berlin, Germany) and resuspended in RPMI-1640 
medium (Biochrom) supplemented with 10% heat-inactivated fetal calf 
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serum (PCS, low endotoxin, myoclone quality; life Technologies, Eggen- 
stein, Germany), 2 mM i/-glutamine, 100 U/mL penicillin, and 100 ^ig/mL 
streptomycin (ail obtained hem Biochrom, Berlin, Germany)- The cells 
were adjiisted to a final concentration of 2 x 10^ cells/mL Equal volumes 
of cell suspensions of two donors were seeded in samples to a final vol- 
ume of 1 mL into pyrogen-free 24-well culture plates (Falcon, Heidelberg, 
Germany). For controls, 1 mL of the adjusted cell suspension was cultured 
separately Ihe cultures were incubated for 5 d at yrc In a 5% hiomidi- 
fied COi atmosphere after addition of tf\e appropriate amount of zinc 

Zinc Preparations 

Z^xvc sulfate (Sigma, Deisenhofen, Germany) was dissolved in sterile 
water to achieve a zinc stock solution of 10 mM. This solution was fur- 
ther diluted in unsupplemented protein-free medium (PPM, Ultradoma, 
BioWhittaker) at a ratio of 1 to 2 and then sterile filtered. To achieve the 
final concentrations/ PFM was used. The zinc solution was added to 
the cultures in a volume of 10% of the final culture volimie. 

Determination of Cytokines 

The culture supematants were harvested after 5 d and stored at -80*C. 
The quantification of the cytokine release into the supernatant was per- 
formed by enzyme-UrOced inununosorbent assay (EUSA) tedmique (for 
IFN-Y provided by Bender Med Sy^tepis, Vienna, Austria), Results were 
measured in picograms per milliliter at 450 nm using an BLISA plate 
reader (Anthos Labtec, Salzburgy Austria). 

Flow Cytometry 

Propidium Iodide (PI) staining was performed by using a stock solu- 
tion of 1 mg/mL (PI, Sigma), Cells (1 x lO^/mt) were incubated with 
10 fiL of PI stock solution for 20-30 min to allow intercalation of PI in 
double^tranded DNA, Finally, PI staining was measured at a wavelength 
of 620 nm in a flow cytometer (Coulter, Krefeld, Germany), 

Statistical Analysis 

The results are expressed as median values. The sigruficance is taken 
by Student's *-test analysis, 

RESULTS 

Influence of Zinc on Mixed Lymphocyte Cultures 

We harvested the supematants of zinc-supplemented mixed lympho- 
cyte cultures (MLC) on d 5, proven to be the maximiun of the IPN^ secre- 
tion (18h Analyzing IFN-y release in 20 MLC experiments supplemented 
with different concentrations of zinc, we found expected amounts of IFN- 
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Fig. 1. IFN-Y secretion in the MLC after zinc supplementation. Zinc con* 
centrations up to 1 mM were added to mixed lymphocyte cultures; controls 
remained unsupplemented. Secretion of IFN-y in the culture supematants was 
determined by EUSA after 5 d of culture. Median values of n «= 20 experiments 
are expressed in picograms per milliliter. Significance was calculated by the Stu- 
dent's Mcst (*p - 0.0017). 

Y (334 pg/mL) in the supernatant of control MLC without zinc addition, 
whereas increasing zinc concentrations led to a dose-depei^ent reduction 
of the IFN-7 level. At 60 nM, the IFN-7 production was significantly dimin- 
ished (48 pg/mU p = 0.0017); at 500 \iM, no IFN-7 was detectable (Fig. 1). 

In order to prove our hypothesis tiwt this result— tiuit zinc concen- 
trations of 60 mM inhibit ^ MLC— was the result of a specific effect in 
the MLC and not to a loss of T-cell vitality, we added zinc concentrations 
of up to 5 mM to PBMC and measured ceU viability by flow cytometry 
after an irurubation time of 48 K Figure 2 shows that 93.2% of the cells 
are still vital after addition of 50 fiM zinc and 92.3% with medium sup- 
plementalioii of 100 MM zinc compared to controls vrititout zinc addition 
with 913% viability. Zinc concentrations as high as 250 fiM causes a 
reduction of cell svirvival of 33% (Fig. 2), 

For further analysis of possible mechanisms responsible for this inhi- 
bition, we preincubated PBMC with 50 \xM zinc for 20 min and then co- 
cultuied these two populatioi\s in ti\e MLC The results reveal a marked 
influence of the point of time at which zinc is added to the culture: Prein- 
cubation of PBMC led to a greater reduction of IPN-y than simtUtaneous 
zinc supplementation to tite MLC (Fig. 3)» 

DISCUSSION 

The hutttan mixed lymphocyte culture (MLQ is an important nxettiod 
to test donor-redpient compatibilty in bcme manpw transplantatioa It 
could be shown ttiat cytokine release, especially IFN-7, has a very good pre- 
dictive value wifl\ regard to tt\e transplantation outcome (3), as cytokines 
play a major role in the generation of an alloreadive immiuie response and 
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Fig. 2. Viability of PBMC after zinc supplementation. Zinc concentrations 
of up to 750 \xM were added to unstimulated PBMC; controls reoiained unsup- 
plemented. Cell viability was determined by flow cytometry after an incubation 
time of 48 h. One representative experiment is shovm, values are expressed in 
percent of the total cell population. 




controls MLOZn PBMC-t^Zn 

Fig, 3. Effect of preincubation of PBMC with zinc. Zinc in a concentration 
of 50 pM was added to *e MLC simultaneously (MLC + 2^); PBMC was prein- 
cubated with 50 \iM zinc for 20 min and then cocultured in a MLC, (PBMC + Zj\); 
controls remained unsupplemented. Mediaris of n e lo experiments are pre- 
sented. Significance was calculated by the Students /-test (*p « 0.01). 

for the induction of graft rejection in vivo (4^1 Taking this in vitro model, 
it has always been the aim to inhibit proliferation of immune cells in order 
to find a way to prevent graft rejection in transplantation medidne, Laiv 
dolfo et al, inhibited T-cefl reactivity by the addition of anti-IFN-y both in 
vitro and in vivo (19); others showed a reduced graft rejection rate by 
repeated injections of monoclonal ai\ti-IFN-Y antibodies in a skin-, heart-, or 
pancreas-tissue transplantation situation (20^22), 
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In vivo substances like cyclosporin A or FK506 are broadly applied, 
as they are capable of prolonging graft sxurvival. In vitro, they show an 
inhibitory effect on T-ceU proliferation in the MLC f JO). Yet, all of these 
therapeutical agents cause major side effects (e.g., nephrotoxicity, neixro- 
toxidty, and others), whid\ lead to a limitation of ttieir use (11-13). 

Zinc is an essential trace element with great ir\fluence on immune 
function. The physiological plasma level of zinc ranges from 12 tol6 )iM. 
In our study, we applied 2inc concentrations up to 100 ^M, which can be 
reached by pharmacological application of zinc in vivo witt\out causing 
side effects (231 

We found that zinc concentrations of 60 |xM, four times the physio- 
logical level, inhibit aUoreactivity in the MLC. It is unlikely that ti\e reduc- 
tion of IFN-Y is the result of a loss of T-cell activity, as it could be shown 
earlier that T-cells are still able to proliferate in medium supplemented 
with zinc concentrations as high as 100 \iM (24h Furthermore, we ana- 
lyzed the viability of the PBMC by flow cytometry, showing that a con- 
centration of 250 is required to reduce cell viability by 33% (Fig. 2). 

Increased zinc levels of over 100 \jM cause \mstimulated huunan 
PBMC to release cytokines (25). This stimulatory effect of zinc is orUy seen 
in the presence of accessory cells, especially monocytes, as mostly IL-1 
proved to be an essential cosignal for T-cell activation by zinc Higher con- 
centrations of zinc impair all T-cell and monocyte function by inhibition of 
the IL-1 receptor type I-assodated protein kinase (IRAK), ti\us blocking the 
intracellular-^signal transduction patfiway at a very early stage (24). 

In our study, we applied zinc in concentrations tiiat neitt\er show 
cytotoxic effects nor reach stimulatory level Therefore, there seems to be 
a specific effect of zinc on the responding T<ells in the MLC, 

The results of earlier studies proposed an oligoclonal pattern of T-<:ell 
stimulation in the MLC similar to T-cell activation by superantigens (3). 
Furtiiermore, a highly altered vp repertoire of T-cells infiltrating long-term 
rejected kidney allografts were disoibed (26). Superantigens bind directly 
and partially v/ith high affinity to major histocompatibility complex (MHQ- 
dass H proteins, especially to HLA-DR. T-Cell activation is achieved by 
the formation of a complex of ttie vp-d\ain of the T-cell receptor (TCR), 
the MHC molecule, and the superantigen* This binding is r^ated by 
zinc, as zinc itself does not interact with Ihe MHC molecule directly (27l 
We previously showed *at the HLA-DR and HLA-DQ-molecuIes have 
ttie greatest irifluence on cytokine release in the MLC and thus on the out- 
come of a transplantation in vivo (9). 

There are two main possible explanations for the phenomenon de- 
scribed. First, zinc in flie applied concentration could saturate the MHC 
and, a^erefbre, prevent a binding between TCR and MHC. In order to 
prove this hypothesis, we preincubated PBMC with zinc and dien cocul- 
tuied these populations. If an extracelltdar mechanism were actually 
responsible for the inhibition of the MLC, we would expect no sigr^lflcant 
difference in IFN-Y secretion in eittxer setting. Preincubation of PBMC 
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resulted in a nuu-kedly lower IFN-y secretion than ttie culture of two PBMC 
poptilations witti simultaneous zinc supplementation to the MLC (Fig. 3), 
so that it seems more likely that zinc interferes with the intracellular sig- 
nal transduction in the MLC. Therefore, 2inc nuty regulate the alloreactiv- 
ity of T<eiis and might be an explanation for inaeased preterm delivery 
and abortion in zinc-deficient pregrwmt women (28^29), As mentioned ear- 
lier/ higher concentrations of zinc are able to block the intracellular signal 
transduction pathway by Inhibition of IRAK. We propose fliat the stimu- 
lation of T-cells by an HLA*di£ferent cell popvdation can be blocked by zinc 
via specific inhibition of phosphorylation processes, leading to a dimin- 
ished signal transduction in the celL This results, among omer things, in 
reduced secretion of cytokines, whid\ should lead to less graft rejection in 
vivo* Various protein kinases such as cAMP- and cGMP-dependent protein 
kinases as well as protein tyrosine kinases are involved in zinc-induced 
cell stimulation and zinc also influences gene expression of different im- 
munologically relevant transcription fectors such as nudear factor (NF)-kB 
and metallothionein transaiption foctor (MTF-1) as well as others. Wldch 
alteration of signal transduction zinc exactly inhibits titxe MLC remains the 
subject of furflier investigation. Because the MLC is inhibited by very tow 
zinc concentratior^, this inhibitory effect seems to be a specific pathway. 

In conclusion, zinc could become an immunosuppressant in trans- 
plantation medicine without toxic side effects/ which stiU leaves the 
iixunune system witt\ the ability for phagocytosis. The infection rate will 
therefore .be reduced compared to current itrununosuppression. How- 
ever, this has yet to be proven in in vivo transplantation models. 
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Abstract: We examuied the mechanisms involved 
in interleukin (IL)- 12 -media ted suppression of eel*- 
lular immimity in mice using allogeneic mixed leu* 
kocyte reaction (MLR) stimulated by dendritic cells 
(DCs) in vitro and compared the efTect of IL-12 on 
MLR in mice and humans* Although IL-12 stimu- 
lated human MLR, the adrlitioii of IL*12 or inter- 
feron-7 (IFN-7) resulted in a dose-dependent sup- 
pression of MLR in mice. Hie treatment with N - 
monomethyl-L-arginine (L-NMMA) completely 
abrogated IL-12- and IFN-7*medialed suppression 
of MLR in mice. Furthermore, IL-12 enhanced the 
alloreactive cytolytic T lymphocyte (CTL) induc-^ 
tion in human MLR, whereas tlic addition of L- 
NMMA was required to generate alloreactive CTLs 
in the presence of IL-12 in mice. Nitric oxide (NO) 
was detected only in mouse MLR. Murine OCs 
could produce NO, but neither human CD34* cell- 
nor monocyte-derived DCs proditced a detectable 
amount of NO, Tliese residts suggest that NO pro- 
duced by DCs might play aji important role in 
IL-12-mediated imuimie suppression in mice but 
not in humans. J. Leukoc. BioL 73: 621-629; 
2003. 

Key Wordsi MLR • * L-miMA 



INTRODUCTION 

Inlerleukin (1L)-12 is a heieruilimeric cytokine produced by 
dendritic cells (DCfi), inucix>pliages. polymorphonuclear leuko- 
cytes, and kemtinooyles [1). Pleioti*opic efTecis on the host 
immune system. Including activation of natural killer (NK) 
cellfi and cytolytic T lymphocytes (CTLs)» induction of inter- 
fcron-7 (IFN*7) production and T helper cell type 1 (Thi) 
dirt'erentiation. and antiangiogenic effects have been 

reported. Exogenous IH2 is effeciive for infect iuu.s inul ma- 
lignant diseases [1-6], Fuilhemioi^, IL-12 gene inmsduction 
into tumors strongly suppressed the growth of various tumors in 
vivo [7, S], whereas the meehanisms involved in the antitumor 



effects of IL-12 are still unclear as a result of the complexity of 
the biological effects of IL-12. 

Convereely, the unexpected effects of IL-12 on the cellular 
immune responses have been reported in mice. Noguchi el al, 
[9] showed that administration of a low dose of IL-12 (1 
ng/mouse) enhanced CTL activity specific for the mutated p53 
peptide (234CM) and regressed the MethA tumor expressing il» 
whereas a high dose of IL-12 (100 ng/mouse) suppressed 
234CM-6pecific CTL generation, Martinotti et al. [8J reported 
that a CDS*^ T cell-mediated in vivo-immune response against 
lL-12-transduced colon cancer cells was observed only when 
CD4'*' T cells were abrogated. Furthermore, Orange et al. [10] 
reported that administration of IL-12 deci^ascd antiviral CTL 
activity in the lymphocytic choriomeningitis virus (LCMV) 
infection model. Hie report pi-esented by Piccotti el al. [11] 
demonstrated that iL-12 antagonism using anli-IL-l2 antibod- 
ies (Ah) or an IL-12 p40 homodimer exacerbated cardiac 
allograft rejection in mice. Recently, Kurzawa et al. [12] 
cleaily demonstrated the suppressive effects of IL-12 on cel- 
lular immune responses using syngeneic and allogeneic murine 
tumor systems. Further studies reported by Koblish el al. [13] 
clarified that nitric oxide (NO) produced by macrophages was 
responsible for IL-12-mediated immune suppi'C&sion in mice in 
vitro and in vivo. On the basis of these resuhs, they suggested 
the monitoring of suppi*essive effects of IL-12 when used for 
malignant and infectious diseases in humans. 

DCs are known to be specialized antigen-presenting cells 
(APCs), which exist in virtually every tissue, capture antigens 
in situ, and migrate to lymphoid organs to activate naive T cells 
and play a key i*ole in the induction of primai7 immune 
responses [14]. As murine DCs are also known to be the 
producer of NO [15], we examined whether NO derived from 
OCs is a suppressive factor for the cellular immune responses 
in allogeneic mixed leukocyte reaction (MLR) stimulated by 
IL-12 in mice and humans. It is interesting that a high dose of 
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IL-12 suppressed aJloieactive pi-oliferation of T cells in mice 
but enhanced il in humans. Furthei*more, we found the higji 
production of NO by murine DCs, whereas neither human 
0034"^ progenitor cell- nor monottyte-derived DCs produce a 
significant amount of NO even after stimulation with lFN-7 
and/or lipopolysaccharide (LPS) us well as MLR. Tliese i^ults 
suggest that immune res|.wnseR mediated by IL- 12 in mice ai-e, 
at least in part, different from that in humans and that the 
suppressive effect of IL-12 on cellular immune responses 
might not be the case in humans. 



MATERIALS AND METHODS 
Reagents 

Ttw cultunf media was KPMI 1640 nupplenienletl hScIi 10% lie«t-in«ctivate<I 
fetal Ixivine Aeruin <KUS). 2 niM gtutainint:, 100 ix^inl stmplomycin, 100 IC/nil 
jjenicilhn, and 5^ X lO"'^ M 2-mcri:«ptoethanoI («!! fraii Life Technologies, 
Grand isltuid, NY), refcrrwl tci Imnccforth d!i ismiplrJe nietliuni (CM). 'ITic 
rwoiubinant mouse and human (n«h)ll^l2 w«* Itiiidly prorided by l>r. Mau- 
rice Cately (Hoffmann-ljjKoch«, Null^y. NJ). 'n>e mlhlK^-7 was purchased 
fnw) Mochnnger Mannheim (Imh'anapolia, IN). S|»ei!iniiactii'ilies were >5.0 X 
10"' L/mg and >2.0 X 10* l^/nig, reupcclivdy. M'-m<rtkn«RlhyI-L*argiMine 
(K-KMM A) and NO-geneniling apent i'-nitroso-A'-acctyl -penicillamine (SNAP) 
nere puretmswd (mn> Sigma Chemical Ok (St. Utuis. MO). 

Cell lines and nnouse strains 

artti TOIS wen; generous gifts of William H, Chamtjcrs (Lnivcraity of 
Pillsbuiigh* PA). Hiese cell 1in»s were maintained in CM as d«R'ribed previ- 
ously Ul 

Kemalt: 6» loti-weck-old C57l3iy6 mice wew purrlmjwl from *ratwnic Kamw 
(Cennanlown, NY). Kemale G* lu 6-week *old DAUVcj mice were |Kjrchased 
from the Jackaon Ijiboralory (liar HaH»or. MK). 'Iliese animals ^vKre uswl for ail 
tixpcrimenls at the agr of 8rUl weuks old ("]. ' 

Culture of mouse bone marrow (BM)-derived 
. DCs 

UM-IX; culture was obtained using metlKKU dejicribetl previously I}6-19|. 
Ilnefly, murine BM cclU were harvested fmm the femur and tibia of killed 
mice. Contaminating erytlnwylen were lyaetl with 0.H3 M KHjCl buffer, and 
lymphocytes vreir depleted with h cocktail of tmtilwdies (RA3-;IA]/6.1, anti- 
B22Q: 2.43. anti-Lyt 2; and CKt.S, anii-LW; nil fmm Amcricjtn Ty[>e Culture 
Collection. Mana*$dSi, VA) and rribhil complement (Accurate Chemical and 
Scientific (OiVm Vl'catbur)-, N V ) on day 0, 'Hiese celU were cultured overm'ghl 
in CM to renmve the atllierrnl ntacm|j]iugejii. and then notiadherenl cells were 
placed in frcuh CM containing nn granulocyte mactt»phagt*<-olony stimulating 
factor (CM-C^K; lOOU Um\) ami nnIL.4 (1000 l/ml: Sliering- Plough, Ken- 
iUwurth. NJ: DC media) on day 1. Oel)i» ircty generally tiar\>e»ltxl on day 6. 
BM-l)Ca were delined by inor|)liology. phemrtype, and *tiong mixed lym|>lHi'' 
cy^c mach'twi-stiHuilating activity. Phenoty|>tc analyni* by How cytometry- 
^howetl a high cxpresaion of COUk Cl)lh\ CDBO, Cl)ti6t m well us major 
his((x:oiiti>atibility wniplex cla«« 1 and cltt*:* II in the majority of the cultnntd 
cells (60-^*5%) |l9t. Tliejte DCi* weiv. ib^ed lur (he aubsetpieni ex()eriment$ as 
immature DCs. 

Flow cytonnetry 

Kor pitetiolypic analysis of 0C», phy('<K*r) thrin- or (luorescrin iistftbim'ytituite- 
conjugated ntonoctunal Ah (mAb) agtiinsi murine and human cen-stirface 
unJecoles jCDl Ik COl Ic. Cim Cl)a6. Cr-1. H-2K''. I-A'* for nuirinc, COla. 
Cni4. C040. Cl)54. Cl)80. Cim hummi leukocyte antigen (Hl.A).ABC. 
HLA-OM, and a|jptvpriate isoty|je cofitroU. utl from PharMingen, San Diego. 
CAj were used. i)C» wetv stained ami analyzed on a PACScan tising I.YSIS II 
software (Oecton Dickinwm, Mmiiuin View. CA) as descriljcd previously | \% 




Purification of human CD34'^ progenitor cells 
from BM 

Human BM ctMs were harvested after informed consent. Muhot^uclear cells 
(MKC) were purified from human UM cells using density centrifugation with 
lym|))tocyte separation medium (LSM; Mtton Bioneitti^, Kenaington, MO). 
These cells were applied for immunoaffinity column (CellPro* lnc», Uothell, 
WA) after lysis of cr\'lhmcytc« lo purify CDM'^ cells |20J. Pinity of Cl)34* 
cells was more than 85%, as determined by How cytomeiiy. These CDM* cells 
were frozen down in liquid nitrogen until used for DC generation. 

Generation of liuman CD34'^ progenitor 
cell-derived DCs 

On day 0, CmA"- ccll» (.SXIO^'^ cells) wcttj thawed and cultured in six-well 
plates whh cKPMI 1(40 with CM-CSK (500 t/ml), tumor necrosis factor a (50 
ng/ml), stem cell factor (R&l) Systenta, Minneapolis, MK; 10 ng/ml), and 
follicular lymphortm (Immunex, Seattle, WA; 50 ng/ml) as described previously 
121, 22]. Half of the medium was changed, and the cells wttt split at 1:2 eve^ 
days. On day 14. floating and lout>ely adherent cells were harvested end 
useil as immature DCs. which were defined by morphology* phenotype. sihI 
strong mixed lyntphocyte react ion -stimulating activity. Ttiesc cells were highly 
positive fur classes I and Jl. COIa, C040. Cl>80. and CD86 (39-91%) and 
weakly positive for COHS (15-25%) |23|. 

Generation of monocyte-derlved DCs 

Leukocyte concentrates from healthy donow were liarvested after informed 
consent and separated into peripheral blood MNC (PBM<0 by density gradient 
centrifugation in l-SM. These cells were susjiended at 1 X 10^* celts/ml and 
cultured in six- well plates for 1 h. After licing washed twice, the adherent cells 
were cultured with GM-CSK (500 t/ml) and I1.-4 (250 t/ml) for 7 days to 
gaierate monocyle-derivctl DCs |24-26J. 

MLR in mice and humans 

Spleivocyles were hatveslcd from BALIl/c mice (H-2''), T cells were purified by 
T cell enrichment column (H&D Systems) after lysis of coiituminating eiyth- 
rtKrytes. The purity of T cells waa 3:90%. T cells (2X10* cells) were cultured 
in %'wcll plates with various numbers of BM-OCs irradiated with 1 500. tad 
from C571)iy6 mice (^-2*'). On day 3, 50 pil culture supematants were 
collected for measurement of ^0 and cni^me-linked immuno8orl>ent assay 
(ELISA) of IRN->. •■^H-'ITiymidine (TdK: 1 \lCk ICN Uadiochenucals, <>wt« 
Mesa, CA) was pulsed for the final 18 h, the culture wa« terminated » and llie 
inwnwrulion of "^H-TdR was nwasured as previously repotted |27|. 

Human PUMC were purifictl by density cenlrifogalion with 15M. T cells 
were purified by a T cell enriclnneni column (R& D Systems) after lysis of 
conlaminaling erythrocytes (purity £=90%') |25|. These T cells (2X10*^ wlls) 
were culluittd in %'tvell plates with various numbers of allogtineic CIX'W* 
ceil nlcri veil DCs irrudialed with 1500 rad for 5 days. ^H-TdR incoqjorution of 
the reaelive T cells was measured as nwiusc MLK. 

Measurement of NO 

Human and mouse DCs wehs nlinmlatefl wilh l^*^»'v (1(XX) L/ml) and/or 1>*S 
(1 jtg^ml) for 48 h. Their supematants were harvested, and ^0J proihictlon wtw 
assessed using the Criess method |2B, 29|. Briefly, atiquots of culture sutler- 
natani (50 prl) wem incubutetl wilh 50 p.1 Crietis reagent (1% sulfanilamide, 
0,1% naphlhylcthylenetliamine dihydnx hloride. 2S>% H,^K>^) at room Icm- 
(>eralur« {WV) for 10 min. 'n»e absorl>ancc wiitf measnrwl at 550 nm in an 
automated plate reader. 'ITie cont^ehtralioh Wiw detennin«l with reference to a 
standard curve of tHKlium iiilrile. 

ELISA for mhlFN-7 

llie concentration of ITN-^y vra^i mtrssured by KI.I.SA (HiarMingen) |30Ir *n»e 
lower limit of detection was 16-6 pg^ml. Briclly* nncrotiler plates werw coaled 
oveniighl with anti-mouse or human IfA in Ah at 4'C. Tlie plates were then 
washed with j)hospliate-bufrererl saline (PBS) containing 0.05% 1'ween 20 and 
blocketl with PBS containing 10% KBS at KT for 2 h. After washing, the 
standant^ and samples weir added in (he wells and incubated at BT for 4 Ik 
'Hie wells were tlien washed ami incubatetl with the biutinylated second Ab at 
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Fig, 1. The suppressive effect of 11.02 on fln()getKic 
MlJt in mice. T c«IU (2X10''^ celts/welt) were cul- 
tured with the indictittsc) number of irradiated (1S0U 
rad) 1X^5 for 4 days. 'Hie rmtli-1 2 (1 n^ml) was addol 
at the initiuHon of cnjltutt^t '^H-TdK wa9 puldcd for Hie 
fnial IB h. Data are presented as n^n ± Sb of 
triplicate itulture. 



HT for 45 niin. Kinnlly. the Hvidine-[it!ni\'iduw; anil 2^'-azinoljis(3-trthyl- 
l>enxlhia7,oline-6-sulftMi«te) ttuUtrute were addtxl in the welL and (he absor- 
ha nee at 490 nm was deleTTnititrd with an KIJSA plate reader frilcrlric 
Multiscan^ Meckenhetm. Gemmny). 

Generation of alloreactive CTL 

Mouse alloreactive CVL were generated as dcscriljed previously |31|. Uridly, 
splcnocyles were harvested, and T itIIs were [HmTied us* dr4fcriljcd aljuvr- T 
cells (2X ]{f' cells) fwtn IMLU/cj mire (H-?') were added in 24-wen plates to 
irradiated (1500 rad) DCs (6.7X10' celU) from C57Biy6 mice {H-^i T 
eell:l>C ratio=30). After 5 days culture. T crils were harvested, and their lytic 
activity waa aswjjsed Using a stuTtdanJ 4 h-'*'Cr releuse uswiy again? I E]M 
(H*2'*). 'I'hc cyUitoxicity of these ttlloreaclive CPU ugdinat >*815 (H-2'') was 
reppoducibly leas than J5%. 

Human alloreactive CI'Ls were genciiileil front pcri|)lierBl blooti lympho- 
cyte-derived T cella, T cells (2X10'* ccIIm) purified ais. ileaerilHjd aljuve were 
cultunetl wiih allogrneic irradiatctl (1500 rad) DCa (6.7X10^ cells) generated 
from CD34 ' cells for 5 days. The cytotoxicity of these stimulated T cells ivaa 
asisettrtcd for t lie same allogeneic l)C:i usetl us atiinulaturs. Hiese stimulated T 
cells did not show any cytotoxicity against uuiulogoua DCs generated frwn PUU 
wth CM-CSK and 11^. 

The cytotoxicity of alloreactive CTL 

'■"he cytotoxicity was determined using a standard 4 h-'^'Cr release assay as 
descriljed previously (26. 27). In brief. UT" of r^tch of llie target cells was 
labeled with 100 p-Ci Naa^*CrO.| for 1 h. After washing nWce, these effector 
and target cells were plated at an apprujniale effeclur target ratio in 00* we 11, 
nmnd-boltoit| plates. Tlie. su|>ennitBni (100 p,l} was collected after 4 h of 
i intubation, atnl the radioactivity was counted with a Y-counicr. 'Il»c [>er(Tnlagc 
of the specific lysis wtts calculated using the following formula: % 8|>cci(ic 
Ij'sis 100 X (experimental rclcns«-s|Kjntaiteoua releai*c)/(maxin>al relitartti- 
sixtntsneuus releaiie}. 

Statistical analysis 

Statistical analysis was fiei-fonned using tlio unpaired twu-tiiiled Student's 
/-test. 'i1ie differKhrc! was cuitsidered signilicnni when the P value was lc)»s 
than 0.05. 



RESULTS 

Exogenous IL-12 suppressed the primary 
allogeneic MLR nnedlated by DCs in mice 
but not in humans 

First* we tested the effect of IL-12 on the allogeneic MLR in 
mice and humans. There are no detectable IL-12 p70 het- 
erodimers in mouse and human MLR in our system (data not 
shown), indicating that IL-12 is not mainly involved in allo- 
reactive CTL generation in mouse MLR as described previ- 
ously [32, S3]. It is interesting that ihe addition of exogenous 
IL-12 (1 ng/ml) suppressed MLR mediated by DCs in mice 
(Fig. 1), The dose dependence of lL-12-mediated suppression 
of MLR was confirmed in Fi^re 2 A. IL-12 of 1 pg/nil or more 
was effective in inhibiting MLR. These suppressive effecis 
were clearly found when a high number of DCs (2:3000 cells/ 
well) were used for MLR as a stimulator and when IL-12 was 
added at the initiation of MLR (data not shown). However, 
when human DCs and T cells were used for MLR, IL-12 rather 
enhanced alloreactive T cell responses, consistent with previ- 
ous reports (34) (Fig. 2B). As it has been clearly demonstrated 
that IL-12 is one of the gtt)wih factot* of T cells [1,2], these 
suppressive effects of mouse MLR by IL-12 seem to be a result 
of the indirect effect of IL-12 through other factors induced in 
MLR. IL-12 is known to slimulale IFN-7 production in T and 
NK cells [1, 2], Therefore, we examined the pix)duction of 
IFN-^y in MLR a.s parallel experiments. As compared with the 
different effects of ILrl2 on alloreactive T cell ptioliferation in 
mice and humans, IL-12 equally stimulated IFN-7 production 
in mouse and human MLR (Fig, 3), although the high number 
of DCs mediated the slight suppression of TFN-7 production in 
mice. These results suggested that the second factor induced 
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Fig< 2. AdditifMi oril.-12 inhihilM lha genmiliun of 
atlu^«!nei(,' MI.K in micT- but not in humans. Murine 
(A) and hunnin (U) T ctftts (2X10'^ cells/well) \ren; 
cuhuivfl with tht. indic'tiled nundjer of irradiated 
(1 500 rad) 00? for 4 dayij, The various doaejv of 1 1 1 2 
were mk\ti\ a I llitf initiation of culture. '^H-Tdlt watf 
|nit»etl for the linut 131). Data in MKH am prcs^nltxl 
as mt:an ± Sl» ^^f Iripliratc culture. Similar results 
were obtained in three; scparatr ex|)ennientA. 
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Fig. 3. irN-> pnxlucliun in murine and human MLR slimul*itftd by DCs ditd Muiine (A) and human <U) T cells (2x10"'* cella/well) were cultured with the 

indicalttd number «>f irrarliatrJ (l.W rod) DCs for 4 duvs. 'Hie varioua doses of II. -12 wereatlded ul the initiation of euiliire. 'ITic tjupismalunt (50 ^1) was harvested 
\M*Xu\f. the addition of ''*H-Tdi^ and a)^»c««a] for IKK*7 production with hlLISA as descrilRtd in Materials and Methods, Data arc presented as mean ± SD of triplicate 
culture. Similar nanilts were obtained in three separate experiments. 



by IFN-7 might be responsible for the suppressive effects of 
IL-12 oiv mouse MLR. 

Addition of IFN-7 suppressed the allogeneic 
MLR by DCs in mice, and L-NMMA completely 
reversed the suppressive effects of IFN-7 

To clarify the mechanisms involved in [L-12-mediatecl sup- 
pression of MLR in mice, we next tested the effect of an 
acidilion of IFN--y on MLR by DCs in mice. It is interesting that 
the addition of IFN-7 *lso suppressed the allogeneic MLR in 
mice (Fig, 4A), These effects were reproducibly observed 
when moj-e than 10 U/ml I FN -7 was used. A it^oenl report by 
Bon ham et al. (15] showed that murine DCs, inespeclive of 
their maturation stage, could pi-oduce NO in response to IFN-7 
and/or LPS as well as in the allogeneic MLR, In this repoti, NO 
was shown to be the mediator for DC upoptosis. However, 
previous reports refer to the im|>oiiant role of NO as the 



inhibitor of T cell proliferation (35-38), To examine whether 
NO played an important role in IFN-7* mediated suppression of 
mouse MLR, we tested the effect of an addition of L-NMMA, an 
inhibitor of NO synthase (NOS). As shown in Figure 4B, 
L-NMMA (0.5 mM) completely reversed the suppressive effect 
of fFN-7 on MLR. 

L-NMMA completely abrogated the suppressive 
effects of IL-12 on murine allogeneic MLR 

Next, the effect of L-NMMA on the !L-12»mediaied suppres- 
sion of mouse MLR was examined. An addition of L-NMMA 
enhanced allogeneic MLR stimulated with a high number of 
DCs in mice, as previously reported [15] (Fig. 5). Furthermore, 
the addition of L-NMMA completely abrogated the IL-12' 
mediated suppression of mouse MLR (Fig. 5). I FN -7 produc- 
tion, which was induced by the addition of IL-12, was further 
etihanced by L-NMMA in mouse MLR. In contnujt, L-NMMA 



Fig. 4. Addition of IKN»7 inliibit^ the induction of allo- 
gvneie MLR in mice, and L-NMMA abnigates the IK^-7- 
mcdiatrd suppimsioh of MLt^. T lelU (2x10'' cells/well) 
were vultnred with the indicated nunilier of irradiated DCs 
for 4 days. T\yc various do^rft of IKN-7 were adiled al the 
in illation of culture (A). L-NMMA (U..$ niM) wa« also 
HiUled in MLH iit ll\e prrsence of 1(M.HJ lYml Wh^y (B). 
Datu in MLH aiv iM^sent^d us mean t. Si> of triplicate 
I'liUure. Similar n;>fu)|i? weie obtiiinni in Iwn sr|Mirtite 
experiments. 
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Fig. 5. I^NMMA abn)g;attVH the t).-12-me()iatetl »ui>- 
pn»9ion of mou«e Htlpgeneic M1.K. but human alloge- 
neic MI.R was not affecttKt by the addition of 1/-NMMA. 
T crilb {2X}ff cclla/weU) were cultured wlh the indi- 
cated number of inadiated DCs for 4 daj^. I^NMMA 
(0,5 niM) wa$ added to the allogeneic M LR of mice and 
humuns. IU12 (1 n^ml) was use<l in these experiments. 
I FN -7 pnxluciiun In MLK wa» also assessed \^th 
KIJSA. Datu in MiM are presented as mean ± Sl> of 
Inpticote culture. SimilHr results were obtained in three 
separate experimeuta. 



did nol produce any effec t on the pt^li feral ion and IFN-7 
production in human MLR (Fig. 5). 

Murine BM-DCs but not human DCs can 
produce a significant amount of NO in 
response to various stimuli 

The data presented above, together With previous reports, 
suggested thai murine DCs produee NO In MLR. which inhib- 
its the gtx>wth of alloreaclive T cells. We compared the pro* 
duction of NO by murine and human DCs. Figure 6 shows that 
a significant level of NO is detectable in tnouse MLR but not 
in human MLR, and the addition of L-NMMA completely 
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Fig. 6, NO^" iVHs delet'ted in inoiist; M\M uitli DCi* hut no! hunmn MLK. tinil 
the addition of 11^12 significantly «hham;ed ^0 pfiKliurtion in mouae MIJl. T 
cells (2X Ur"^ oells/well) wc^ir milinml with the in^adialed (1500 rad} DCh m the 
indicated *)' crlliDC nitio (T/OC) for 4 day5, 'llteir iUpffHialunt wiis h«n'e$tcd 
tt» meHsurc thr NO pRxIuetion in MI.K using the Criess methotl us desonhtnl 
in Material* and MttthiMli*. Similur result* were obtained in two separate 
rxptrriiiietiU. 



suppressed NO production in mouse MLR. Furthermore, lL-12 
markedly enhanced NO production in mouse MLR, whereas no 
detectable level of NO was found, even in the existence of 
exogenous IL-12 in human MLR, Next, we tested which cell 
population can produce NO in MLR. Table 1 shows that 
murine BM-DCs produce a significant amount of NO in re- 
sponse to JFN-'Y and/or LPS, but human CD34'*' cell- and 
monocyte-derived DCs do not. In this experinjenl, T cells (ivm 
neither mice nor humans produced a delectable level of NO 
(data tiot shown). These results suggest that NO produced by 
DCs might play aji important Jt)le in the imtnune response in 
the mouse system, especially in the presence of IL-12. 

Effect of SNAP on murine and human MLR 

To rule out the possibility that human T cells were insensitive 
for NO, we examined the effect of addition of NO in' humaji 



TABLE 1. Murine BM-DCs but Not Human DCs Pnxluce NO 
in Response to Various Stimuli" 



Treatment 


Muiine BM-DC 


CD.34-'-DC 


nio-DC 


Exp. 1 








Medium 


<1.0 


<1.0 


<L0 


lFN-7 


L33 + 0.16'' 


<1.0 


<1.0 


LPS 


L67 ± 0.07 


<L0 


<1.0 


Lf^ + lFN-7 


26,03 ± 0,76 


<L0 


<1.0 


Exp, 2 








Medium 


<1.0. 


<L0 


<L0 


IFNr-y 


6.19 ± L71 


<1.0 


<1.0 


LPS 


24.22 ± L69 


<L0 


<L0 


LPS IFN.7 


86.85 ± 2.31 


<1.0 


<L0 



"Murint! ami human DCs (IXlO*^ cells/well) Wrii; stimulated with IFN-7 
(1000 tVinl) and/or LPS (lU tig/ml) for 4iJ h. 'Hie siuwrnatanl vn^ harvested 
ainl used for measuring f\Of with Criess reaction (sensitivity > LO p.M). 
* Data ure mean t. SD of iriplicule samples, mo, Monoc>lc. 
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< 0.001 dB c<im|MrwI willi die group willwut SNAP, 



MLR using SNAP as a NO donor [15], The 250 jxM SNAP was 
added in murine and human MLR stimulated by DCs at the 
initiation of culture. As shown in Figure 7, the proliferation of 
muiine and human T celU was significanlly inhibited by the 
treatment with SNAP, indicating that murine and human T 
cells were NO-sensilive. 

IL-12 enhanced alloreaciive CTL activity in 
hufnan MLR, but L-NMMA is required to 
generate mouse allogeneic CTL in the 
presence of IL-12 in vitro 

Finally, we tested the effect of IL-12 with or without L-NMMA 
on alloraclive CTL induction in mice and humans in vitro. As 
described in Materials and Methods, mouse alios pecific CTL 



activity was detennined against EL-4 {H-2^ as compared with 
the control syngeneic target P815 (H-2'^). Human alloreaciive 
CTL activity was examined against allogeneic DCs used in 
MLR as compared with control, autologous DCs* As previously 
i-eported [34], IL-12 (1 ng/ml) significantly enhanced alloreac 
tive CTL activity in human MLR, whereas we could not detect 
any enhancing effects of II/-12 on the generation of murine 
alloreactive CTL in vitro (Fig. 8); rather, IL-12 strongly in- 
hibited the allospecific CTL generation. It is interesting that 
the addition of I^NMMA to murine allogeneic MLR without 
IL-12 enhanced allospecific CTL activity. Furthermore, L- 
NMMA addition to murine MLR with IL42 clearly overcame 
IL-12-mediated suppression of murine alloreactive CTL induc- 
tion» i-esuhing in the generation of the highest alloreactive CTL 
activity among all the groups tested. Ihe CTL activity induced 
by the treatment of L-NMMA + IL-12 was significantly higher 
than that of medium + L-NMMA. In this experiment, cytotox- 
icity against P8I5 was less than 5%, indicating strict allospeci- 
ficity of these CTL (data not shown). 



DISCUSSION 

In this report, we examitied the efiect of IL-12 on the primary, 
allogeneic MLR mediated by DCs in mice and humans. It is 
interesting that the addition of a high dose of rmlL-12 sup- 
pressed allogeneic MLR and CTL induction in mice but en- 
hanced them in humans. An analysis of the mechanisms in- 
volved in (he suppressive effect of IL-12 showed that NO 
played a critical role as an inhibitoi^ factor for alloixjactive T 
cell tBsponse by DCs only in mouse MLR. 

IL-12 is known to play an imix)rlanl role in promoting Thl 
differentiation and cellular immune responses. The numenjus 
studies demonstrated the antitumor effects of IL»12, whereas 
the detail mechanisms remained unclear as a tcsult of the 
complex effects of IL-12. The recent report by Andrews el al. 
[39] demonstrated that the anlitumor effects of adenovirus 
expressing IL-12 (AdVmlL-l2) were mainly mediated by the 



Ftp. 8. 1 1. "12 cnhiowcd uMortf active CTI. jit-tivity in 
huiiian, but 1,-NMMA wan rrqoirol for \\wt enhance- 
mwM oJ' uMoreiicdve CTI. in mouse MI.U with 11,-12. 
Mouse T cells (2K10*' cells) frtim IJALU/cj m'wk 
(H*2*') were uddetl in 24-wpII plates to irradittled 
(1500 rwl) DCs (6,7X10' cell-*) from C57I^I76 mk-f 
(H-2''; T c«ll:l)C ralio=30) in the presence (►r iil>- 
wr-nce of IL-12 (1 ng/ml) with or without I.-NMMA 
(0.5 mM). After 5 days itulmrt!, T celU werr; ti«r- 
veated for b 4 h«'*'Cr nsleiise «asiiy npiinsl Kl^-fl 
(H-2b). Human alloreactive CTI-wem gKnrrumd fnMn 
PBl-deriv«d r trlU. T celln (2X10" (.-olU) were 
Luhiired with ttllogeneic irradiuled (1500 ntd) DC** 
(0.7X10'^ cclU) penerated fmni COM^ projcreitilor 
relit* in the ptvaem^e ornhsenee <i( II.-12 (1 n^\r\\) for 
5 days. 'Hie cytotoxicity of those sliMUilatetl T vcW* 
was u!we»!ierl for the wtme allopeneit' DCs an the 
stiniululors. Data are prewfuted ai ninin i sii of 
triplicate eulttnii. Similar resulla wvtv. ohtaineil in 
two separair cxjirri mentis. 
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inhit3ition of angiogenesis, as iiitratumoral AdVmIH2 treat- 
menl effectively regressed the established tumor even in im- 
mune-deficient mice, including CD4- or CD8*depleted, severe 
combined immunodeficiency. Beige-, and RAG-2-, NKT-, 
CD28% and perforin-knockoul mice. Furthermore, Boggio et al. 
[40] disc reported that IL-12 prevented the spontaneous tumor 
development through aniiangiogenic effects, Conversely, Hor- 
valh-Areidiacona el al. [41] reported the discrepancy between 
the inhibitoi7 effects of tumor growth and CTL generation in 
IL-12-treated mice. They found that adminisiraiion of lL-12 in 
tumor-bearing mice eventually resulted in the rejection of 
tumors, but CTL activity was reduced despite the enhancement 
of sei-um IFN-'y. Noguchi et al [9] also showed that adminis- 
tration of a low dose of 11^12 (1 ng/mouse) enhanced CTL 
aclivity specific for the mutated p53 peptide (234 CM) and 
regressed the MethA tumor expressing it, whereas a high dose 
of IL-12 (100 ng/mouse) suppressed 234CM -specific CTL gen- 
eration. Orange et al. [10] also repoited that the administration 
of IL-12 decreased antiviral CTL activity in the LCMV infec- 
tion model. Fuilhennore, the report presented by Piccolti el a). 
[II] demonstrated that \Ij-12 antagonism using anti-IL-12 Ab 
or IL-12 p40 homodimer exacerbated caixliac allograft rejec- 
tion in mice. Koblish et al. [13] recently elucidated the mech- 
anisms involved in 1L-I2«mediated suppression on cellular 
immune responses. They reported thai NO produced by adher- 
ent cells in spleen was an impoilant factor in the IL-12- 
mediated immune suppre^ssion, as a NOS inhibitor completely 
abrogated it [IS]; whereas tlie concentration of NO was not 
measured. In this study, we confinned and extended their study 
using allogeneic MLR stimulated by DCs and demons! ailed 
thai muiine DCs as well as macrephages were potential pro- 
ducers of NO. Bonham el al. [1,5] and Lu et al, [42] also 
demonstrated NO production of murine BM-DCs and that 
L-NMMA enhanced allogeneic MLR when a high number of 
DCs were used [15, 42]. 

These results presented above support the possibility thai 
IL-12 has the suppressive effects on allogeneic CTL generation 
by enhancing NO production. It i» not surprising that NO 
suppresses the mitogenic activity of T cells and development of 
allaspecific CTLs. as the previous reports .showetl evidence that 
NO produced by mari'ophagefi wa.s a suppressive factor of the 
proliferation of lymphocytes [43-4.5]. However, Piccolti et al. 
[46] verified the enhancement of allogeneic MLR in the pres- 
ence of IL-12. Bloom and Horvath [47] reported thai IL-12 did 
not affect allogeneic MLR. These discrepancies between the 
previous reports and cure might be a result of the differences of 
stimulator used in MLR. BM-DCs were, used in our experi- 
ments and splenocyles in the other as a stimulator. Splenocyies 
contain a DC population, but the percentage of DCs in the 
spleen is 1.0-1.6% [48]. DCs are stronger stimulators in MLR 
when compared with splenocytes. Tlierefore, the stimulation by 
DCs might lead to a higher product ioji of NO and the subse- 
quent supprewion of MLR. As DCs but not other APCs are 
known lo play a key rele in the induction of primary immune 
responses [14], experiments with DCs seem to be more impor- 
tant lo reflect the host immune rcspon.se. Our data clearly 
demonstrated that NO is a suppresisivc factor presumably pro- 
duced by mouse DCs in MLR. In addition to the data of NO^" 
production, the blocking e.'<penments with L-NMMA con-obo- 



rated the inhibitoi-y effect of NO on mouse MLR. Furthemtore, 
the Irealmenl with L-NMMA clearly enhanced allogeneic CTL 
activity. These data suggest that the combined use of IL-12 and 
L-NMMA might be effective for treatment of tumors in mice. In 
fact, Koblish et al. [13] repoited that inhibition of NOS function 
using L-NMMA enhanced lL-12-induced delay of SCK tumor- 
igenesis. Furthennore^ as Gajew.sk i and co-workers [49] re- 
ported, ihe use of a low dose of IL-12 might be better in 
combination with DC-based immunotherapy. 

In the present study, exogenous IFN-'Y ^l^o suppressed 
allogeneic MLR, and the addition of L-NMMA abrogated IFN- 
•y-medialed suppression. There are many controversial reports 
in which JFN-7 enhances or inhibits CTL generation. Tlie 
recent study using mice with the IFN--y gene knocked out 
showed that allospecific CTL activity of IFN •7"^" mice was 
higher than that of IFN -7^'"*^ mice, indicating that the exis- 
tence of lFN-7 somehow iiihibits the generation of allospecific 
CTL [50]. As IFN-7 stimulates NO production, it is likely that 
these results might have been affected by the condition of NO 
production in culture. . 

Conversely, exogenous human IL-12 has been reproducibly 
repoited to enhance antigen-specific human CTL induction by 
DCs from CD8^ T cells in vitro [34, 39]. Chouaih et al. [34] 
showed that IL-12 was involved in human allogeneic MLR and 
the addition of rhIL-12-enhanced, allospecific CTL aclivity 
using a blocking experiment with ant inhuman IL-12 antibody. 
Consistent with these results, we demonstrated in this report 
that IL-12 (1 ng/ml) enhanced allospecific CTL activity in 
humans. This difference between murine and human CTL 
induction by IL-12 was a result of the different production of 
NO by DCs, The present fttudy wan the first report describing 
that human CD34'*' cell- and monocyte-derived DCs did not 
produce a significant amount of NO in re.s|>onse lo LPS and/or 
IFN -7 as well as in allogeneic MLR. 

These results suggest that NO production by APCs including 
macrophages and DCs is an important factor regulating the 
effect of IL-12 in mice. Tlie combined use of L-NMMA might 
reverse the suppressive effects of IL-12 on the induction of 
CTLs in mice and more closely mimic immune responses 
mediated by IL'12 in human.s. As NO inducetl by IL-12 in vivo 
is likely to be less in humans, the antitumor effect mediated by 
IL-12 via cellular immune responses might be expected in 
humans rather than in mice. 
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Sir: 

I, Sherman Fong, Ph.D. declare and say as follows: - 

1. I was awarded a Ph.D. in Microbiology by the University of California at Davis, CA in 
1975. 

2. After postdoctoral training and holding various research positions at Scripps Clinic and 
Research Foundation, La JoUa, CA, I joined Genentech, Inc., South San Francisco, CA in 
1987. I am currently a Senior Scientist at the Department of Immunology/Discovery 
Research of Genentech, Inc. 

3. My scientific Curriculum Vitae is attached to and forms part of this Declaration. 

4. I am familiar with the Mixed Lymphocyte Reaction (MLR) assay, which has been used 
by me and others imder my supervision, to te^t the inmiune stimulatory or immune 
inhibitory activity of novel polypeptides discovered in Genentech's Secreted Protein 
Discovery Initiative project. 

5. Tlie MLR assay is a well known and widely used proliferative assay of T-cell function, 
the basic protocols of which are described, for example, in Current Protocols in 
Immunologv Vol. 1, Richard Coico, Series Ed., John Wiley & Sons, Inc., 1991, Unit 3.12. 
(Exhibit A). This publication is incorporated by reference in the description of the MLR 
protocol in the present application. 





6. The T-lymphocytes or "T-cells" of our immune system can be induced to proliferate by a 
variety of agents. The MLR assay is designed to study a particularly important induction 
mechanism whereby responsive T-cells are cultured together (or "mixed"), with other 
lymphocytes that are "allogeneic", e.g. lymphocytes that are taken from different 
individuals of the:same species. In the MLR protocol of the present appUcation, a 
suspension of PBMCs that includes responder T-cells, is cultured with allogeneic PBMCs 
that predominantly contain dendritic cells. According to the protocol, the allogeneic 
"stimulator" PBMCs are irradiated at a dose of 3000 Rad. This irradiation is done in 
order to create a sample of cells that has mainly dendritic cells. It is known that the 
dendritic ceU population among the PBMCs are differentially affected by irradiation. At 
low doses (500-1000 Rad), the proliferation of most cells, including the B cells in the 
PBMCs, is preserved, however, at doses above 2000 Rad, this function of B cells is 
aboUshed. Dendritic cells on the other hand, maintain their antigen presentation function 
even at a 3000 Rad dose of radiation. (See, e.g. Current Proto cols in Immunologv. supra, 
at 3.12.9). Accordingly, under the conditions of the MLR assay used to test the PRO 
polypeptides of the present invention, the stimulator PBMCs remaining after irradiation 
are essentially dendritic cells. 

7. Dendritic cells are the most potent antigen-presenting cells, which are able to "prime" 
naive T cells in vivo. They carry on their surface high levels of major histocompatibility 
complex (MHC) products, the primary antigens for stunulating T-cell proliferation. 
Dendritic cells provide the T-cells with potent and needed accessory or costimulatory 
substances, in addition to giving them the T-cell maturing antigenic signal to begin 
proliferation and carry out their function. Once activated by dendritic cells, the T-cells 
are capable of interacting with other antigen presenting B cells and macrophages to 
produce additional inmiune responses from these cells. For further details about the 
properties and role of dendritic cells in immune-based therapies see, e.g. Steinman, Drug 
News Perspect. 13(10):581-586 (Exhibit B). 

8. The MLR assay of the present application is designed to measure the ability of a test 
substance to "drive" the dendritic cells to induce the proliferation of T-cells that are 
activated, or co-stimulated in the MLR, and thus identifies immune stimulants that can 
boost the immune system to respond to a particular antigen that may not have been 
immunologically active previously. 



2 



I' 





9. Such immune stimulants find important clinical applications. For example, IL-12 is a 
known immune stimulant, which has been shown to stimulate T-cell proliferation in the 
MLR assay. IL-12 was first identified in just such an MLR [Gubler et al. PNAS 88, 
4143 (1991) (Exhibit C)]. In a recent cancer vaccine trial, researchers from the 
University of Chicago and Genetics institute (Cambridge, MA) have demonstrated the 
efficacy of the approach, relying on the immune stimulatory activity of IL-12, for the 
treatment of melanoma. [Peterson et al. Journal of Clinical Oncology 21 (12). 2342-48 
(2003) (Exhibit D)] They extracted circulating white blood cells carrying one or more 
markers of melanoma cells, isolated the antigen, and returned them to the patients. 
Nomially patients would not have an irnmune response to his or her own human antigens. 
The patients were then treated with different doses of IL-12, an immune stimulant 
capable of inducing the proliferation of T cells that have been co-stimulated by dendritic 
ceUs. Due to the immune stimulatory effect of IL-12, the treatment provided superior 
results in comparison to earlier work, where patients' own dendritic cells were prepared 
from peripheral blood mononuclear cells (PBMCs), treated with antigens, then cultured 
in vitro and returned to the patient to stimulate anti-cancer response, [Thumer et al. J. 
Exp. Med. 190 (1 1), 1669-78 (1999) (Exhibit E)]. 

10. It is my considered scientific opinion that a PRO polypeptide shown to stimulate T-cell 
proliferation in the MLR assay of the present invention with an activity at least 180% of 
the control, as specified in the present application, is expected to have the type of activity 
as that exhibited by IL-12, and would therefore find practical utility as an immune 
stimulant. Some PRO polypeptides do the reverse, and give inhibition of T-cell 
proliferation in the MLR assay. It is my considered scientific opinion that a PRO 
polypeptide shown to inhibit T-cell proliferation in the MLR assay wherie the activity is 
observed as 80% or less of the control, as specified in the present application, would be 
expected to find practical utility when an inhibition of the immune response is desired, 
such as in autoimmune diseases. 
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2000-2001 Served as Research Discovery representative on Genentech Therapeutic Area Teams 
(Immunology/Endocrine, Pulmonary/Respiratory Disease Task Force) 



Invited Symposium Lectures : 

Session Chairperson and speaker, American Aging Association 12th Annual National Meeting, San 
Francisco, California, 1982. 

Invited Lecturer, International Symposium, Mediators of Immune Regulation and Immunotherapy, 
University of Western Ontario, London, Ontario, Canada, 1985. 

Invited Lecturer, workshop on Human IgG Subclasses, Rheumatoid Factors, and Complement. American 
Association of Clinical Chemistry, San Francisco, California, 1987. 

Plenary Lecturer, First International Waaler Conference on Rheumatoid Factors, Bergen, Norway, 1987. 

Invited Lecturer, Course in Immunorheumatology at the Universite aux Marseilles, Marseilles, France, 
1988. 

Plenary Lecturer, 5th Mediterranean Congress of Rheumatology, Istanbul, Turkey, 1988. 

Invited Lecturer, Second Annual meeting of the Society of Chinese Bioscientist of America, University of 
California, Berkeley, California, 1988. 

Lecturer at the inaugural meeting of the Immunology by the Bay sponsored by The Bay Area Bioscience 
Center. The P2 Integrins in Acute Inflammation, July 14, 1992. 

Lecturer, "Research and Development - An Anatomy of a Biotechnology Company", University of 
California, Berkeley, Extension Course, given twice a year-March 9, 1995 to June 24, 1997. 

Lecturer, "The Drug Development Process - Biologic Research - Genomics", University of California, 
Berkeley Extension, April 21, 1999, October, 1999, April 2000, October, 2000. 

Lecturer, "The Drug Development Process - Future Trends/Impact of Pharmacogenomics", University of 
California Berkeley Extension, April 2001, October 2001, April 2002. 

Invited Speaker, "Targeting of Lymphocyte Integrin a4p7 Attentuates Inflammatory Bowel Diseases", in 
Sympoium on "Nutrient effects on Gene Expression" at the Institute of Food Technology Symposium, 
June, 2002. 



Patents : 

Dennis A. Carson, Sherman Fong, Pojen P. Chen. 

U.S. Patent Number 5,068,177: Anti-idiotype Antibodies induced by Synthetic Polypeptides, Nov. 26, 1991 

Sherman Fong, Caroline A.. Hebert, Kyung Jin Kim and Steven R. Leong. 

U.S. Patent Number 5,677,426: Anti-IL-8 Antibody Fragments, Oct. 14, 1997 

Claire M. Doerschuk, Sherman Fong, Caroline A. Hebert, Kyung Jin Kim, Steven R. Leong. U.S. Patent 
Number 5,686,070: Methods for Treating Bacterial Pneumonia, Nov. 11, 1997 

Claire M. Doerschuk, Sherman Fong, Caroline A. Hebert, Kyung Jin Kim, Steven R. Leong. U.S. Patent 
5,702,946: Anti-IL-8 Monoclonal Antibodies for the Treatment of Inflammatory Disorders, Dec. 30, 1997 

Sherman Fong, Caroline A. Hebert, Kyung Jin Kim, Steven R. Leong. 

U.S. Patent Number 5,707,622: Methods for Treating Ulcerative Colits, Jan. 13, 1998 

Sherman Fong, Napoleone Ferrara, Audrey Goddard, Paul Godowski, Austin Gumey, Kenneth Hillan, and 
Mickey Williams. U.S. Patent Number 6,074,873: Nucleic acids encoding NL-3, June 13, 2000 

Sherman Fong, Napoleone Ferrara, Audrey Goddard, Paul Godowski, Austin Gumey, Kenneth Hillan, and 
Mickey Williams. U.S. Patent Number 6,348,351 Bl: The Receptor Tyrosine Kinase Ligand Homologues. 
February 19, 2002 

Patent Applications : 

Sherman Fong, Kenneth Hillan, Toni Klassen 

U.S. Patent Application: "Diagnosis and Treatment of Hepatic Disorders" 

Sherman Fong, Audrey Goddard, Austin Gumey, Daniel Tumas, William Wood 

U.S. Patent Application: Compositions and Methods for the Treatment of Immune Related Diseases. 

Sherman Fong, Mary Gerritsen, Audrey Goddard, Austin Gumey, Kenneth Hillan, Mickey Williams, 
William Wood . U.S. Patent Application: Promotion or Inhibition of Cardiovasculogenesis and 
Angiogenesis 

Avi Ashkenazi, Sherman Fong, Audrey Goddard, Austin Gumey, Mary Napier, Daniel Tumas, William 
Wood. US Patent Application: Compounds, Compositions and Methods for the Treatment of Diseases 
Characterized by A3 3 -Related Antigens 

Chen, Filvaroff, Fong, Goddard, Godowski, Grimaldi, Gumey, Hillan, Tumas, Vandlen, Van Lookeren, 
Watanabe, Williams, Wood, Yansura 

US Patent Application: IL-17 Homologous Polypeptides and Therapeutic Uses Thereof 

Ashkenazi, Botstein, Desnoyers, Eaton, Ferrara, Filvaroff, Fong, Gao, Gerber, Gerritsen, Goddard, 
Godowski, Grimaldi, Gumey, Hillan, Kljavin, Mather, Pan, Paoni, Roy, Stewart, Tumas, Williams, Wood 
US Patent Application: Secreted And Transmembrane Polypeptides And Nucleic Acids Encoding The 
Same 
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Proliferative Assays for T Cell Function 

A number of agents can specifically or nonspecifically induce T cell activation^ lesulting 
in cytokine production, cytokine receptor expression, and ultimately proliferation of the 
activated T cells. Although proliferation is not a specific effected function of T lympho- 
cytes — in contrast to helper function for B lymphocytes (unit 3 JO) or cytotoxicify (unit 
3Jj) — proliferation assays are reliable, simple, and easy to perform and have been widely 
used to assess the overall immunocompetence of an animal. In addition, the assays 
described in tiiis unit form the basis for identifying the Appropriate cellular population 
that might be used to obtain T cell clones (units JS) or T cell bybridomas (unit 3,14). 

The assays have been divided into two groups on the basis of whedier they are used to 
stimulate primed or unprimed T lyn:q)hocytes. He first basic protocol describes the use 
of agents that arc cj^ble of activating unprimed T lymfiiocytes hi culture eitfier by 
pharmacologic means (calcium ionophore and phorbol ester stimulation), by direct 
cross-linking of the T cell receptcw (TCR) on a large percentage of responder cells 
(anti-CD3, anti-TCR-75, or anti-TCR-ap monoclonal antibodies), by cross-linking the 
receptors on certain subpopulations of T cells with monoclonal antibodies specific for tfie 
V regions of p chains of the TCR (anti- VP) or with enterotoxins specific for certain 
Vp-chain regions, orby mdirecdy cross-linking the TCR Oectms or monoclonal antibodies 
. to non-TCR antigens). The first alternate protocol describes die use of plate-bound 
antibodies specific for the TCR to stimulate proliferatioa The second altemate prc^ocpl 
describes the activation of unpruned T cells to cell-associated antigens in the mixed 
leukocyte reaction (MLR). Hie first support protocol describes the preparation and use 
of T cell-depleted accessory or stimulator cells aikl the second suppcvt protocol describes 
methods for blocking accessory cell proliferation. Finally, the second basic protocol 
describes the induction of a T cell proliferative response to soluble protein antigens or to 
celI*associated antigens against which the animal has been primed in vivo, 

Hie assays in this unit enq)loy murine T lymphocytes. Induction of proliferative responses 
of murine B lymphocytes is described in unit 3.10. Related assays for use with human 
perip|ieral blood lyrnphocytes are described in rw/rzp. 

NOTE: All solutions and equipment coming into contact with cells must be sterile, and 
proper sterile technique should be used accordingly. 

ACTIVATION OF UNPRIMED T CELLS 

Unprimed T cells can be induced to proliferate by a variety of agents, including pharma- 
cological agents, anti-CD3/rCR or anti-Thy-1 monoclonal antibodies, enterotoxins and 
lectins. The cpmmaitary briefly describes the specificities of these agents, while Table 
3.12.1 lists sources and concentrations for use in this protocol Aldiough this procedure 
is intended to measure prolifemtion of T cells specifically, in many cases induction of T 
cell proliferation is dependent on the presence of npn-T cells that function as accessory 
cells. The latter provide additional costiinulatory signals for T cell jproliferation as well 
as cross-link (via their Fc receptors) monoclonal antibodies bound to cell-surface anti- 
gens. The requirement for non-T accessory cells varies with the nature of the stimulatory 
ligand and can range fi-om absolute dependence to accessoiy cell-independent T cell 
activation (see WAo 3,12. 1), The activation is calculated after determining the difference 
in incorporation of pH]thymid'me between stimulated and control cells. 
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JMb 3.12.1 Agents Used to AtiGvele Unprimed T Cells in Proliferative Assays 



Agent" 


Source/ 
cat no* 


Goncentration 


Accessory 
cells*^ 


Mode of action, etc. 


PMA 


SIGP8139 


MOng/ml 


No 


Use with ionomycin or 
A23187; pharmacologic 


lonomydn 


CAL 407950 


200-500 ng/ml 


No 


Use with PMA; 
pharm^logic 


A23187 


CAL 100105 


100-500 ng/ml 


No 


Use with PMA; 
pharmacologic 


PHA 


WDHA16 


l-Sjig/ttd 


Yes 


IndirectTCR 
CFOSs-linking 


Con A 


PH 17-0450-01 


l-IOpg/ml 


Yes 


IndirectTCR 
cross-linking 


Anti-Thy-l 


PGmAb-G7 




Ycs^ 


IndirectTCR 
cross-linking 


Anti<3>3 


PGHM^3 


0.1-5 fig/ml 


Yes^ 


Use Til flteoKtrti i nH or 

soluble; direct TCR 

pfnccJinlrtn o 

viuaoi-nuiung 


Anti-TCR-ap 


PGHM-AB- 
TCR 


0*1-10 ^g/ml 


Yes*^ 


xJaC pidlC-OOUDU Or 

soluble* direct TCTR 
a'oss42nking 


Anti-TCR-75 


PGHM-GIX 


0.1-100 iig/ml 


No 


Useplaterbound; direct 




TCR-1; 






TCR aross-iinking 




HM.GD-TCR-3 






Anti-VM-l, 


PGMM-V^ 


O.MOOtig/ml 


No 


Use plate-bound; direct 




TCR-1 






TCR cross-linking 


Anti-VM" 


PGRM-Vp- 


0-1-100 ng/ml 


No 


Use plate-bound; direct 
TCR cross-linking 


Anti-V^ll 


PGRM-yp- 
TCR-3 


0.1-100 jtg/ml 


No 


Use plate-bound; direct 
TCR cross-linking 


St^htoxA 


TTATlOl 


l-10^lg/ml 


Yes^ 


Vp.1,3.10,11.17. 
receptor specificity 


StaphtoxB 


tTBT202; 
SIGS4881 


MOO ng/ml 


Yes^ 


Vp-3,7.8,17^eptor 
specificity 


Staph tox B 


TTET404 


1-10 ng/ml 


YesE^ 


Vp^ll,15,17-receptor 
specificity 



-AbbrcviatioM: IMA, phori)d 12-m>Tist3te IS-acctate; PHA. phytdiemagglutiiiin; Con A. concanavalin A: Stanh 

^tsppU^ addresses and phone numbcra are provided in appbhoix j. Abbrcviadona: CAL» Calhiochttii: PG 
I%araun^;PH,PhamiaciaLKB;SIG.Sigjma;TT,lb^ ' 

'Wten u^ mU-Cm ml and-TCR antibodies in 8olid>le fomi (rather than plate^und), accessory ceUs a« 
requited When usfaig Stsph cntCTOtdxins. accessory cdls nuist cj^ess approiHiate MHC dass n molecules 
Accessory ccH <lq»endence is not absolute with anti-Thy-1 antibodies. *wtwui«„ 
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Materials 

Complete RPMI-5 and RPMI-10 rrodia {appendix 2) 

Responder cells: lymphocytes from nonimmunized mouse thymus, spleen, or 

lymph nodes (cw/TJj) 
Activating agent(s) (Table 3.12.1) 
Phosphate-buffered saline (PBS; appendix 2) 

Accessory cells: unfractionated mouse spleen ceU suspension, irradiated or 
treated witii mitomycin C (second support protocol) or T celt-depleted 
(first support protocol) 

pHJthymidine (appendix 3) 

15- and 4-ml disposable, polystyrene conical tubes wiA screw caps 
Low-speed centrifuge with Sorvall H-IOOOB rotor (or equivalent) 
1-, 5-» and 10-ml disposable polystyrei^ pipets 

96-well flat- or round-bottom microtiter plates with lids (Costar #3596 or #3799) 
25- to 100-[il single- and multichannel pipettors with disposable tips 

Additional reagents and equipment for removing organs {vnttisX preparing 
single-cell suspensions iuNiTS.i\ and counting, labeling, and harvesting 
ceVis (appendix 3) 

1. Prepare responder leukocjrte suspensions from ^ymus, spleen, or lymph node in 
complete RPMI-5 as described in unttxi. 

The size of the intended ejsperiment dictates the number of organs to be collected. See 
annotation to step 3 for an indication of cell number required, and UNIT 3.1 for number 
of cells per organ. Spleen, thymus, and lymph node can be used as responder cells, 
while only spleen is a source cf accessory cells. Purified T cells or subpopulations of 
T ceUs (Le., CZM* or CD8^) celts may also be used See units 3.1-3.6 for enrichment/ 
depletion methods, 

2. Centrifuge single-cell suspensions in 15-ml conical tubes for 10 min in Sorvall 
H-IOOOB rotor at -1000 rpm (200 x g), room tenqjerature, and discard supernatant 

3. Resuspend cell pellet in complete RPMI-5, Count responder cells and adjust to -10^ 
cells/ml with complete RPMI-10. 

While this concentration (Ix cells/nd or 2 x l(f cells/well) will give satisfactory 
responses with most cell populations, it is useful to compare 2, 4, and 8 x ICfi cells per 
well in initial pilot experiments. JfwtfractioruUed spleen or lymph node cells are used 
as the responder population, sufficient accessory cells are present and there is no need 
to supplement the cultures witii additimal cells. However, if highly purged T cells or 
T cell subpopulations are used as responders, it will be necessary to add rum—T 
accessory cells depending on the nature of the activating agent (see TableSJZJ). This 
is most easily accomplished by adding increasing numbers (OA, 0.5^ and LO x l(fi) of 
syngeneic spleen (accessory) cells in OJ ml to 2 X 10^ Tcells inOJml (see first support 
protocol). Also, a meaningful comparison cf the responsiveness of different cell 
populations requires titrations of both the activating agents as well as the responding 
cell populations, and a kinetic experiment, 

4. Prepare working solutions of activating agents in 4-ml conical tubes at room temper- 
ature as follows. For MAb, toxm, or lectin, make a series of four dilutions from I 
mg/ml stock solutions — e g., 100, 30, 10, and 3 ^g^ml in PBS. For the pharmacolog- 
ical agent, make single dilutions of 100 ng/ml solution of PMA and 1 ^g/ml A23187 
(or 4 ^g/ml ionomycin) in PBS. 

If MAb in supematdnt or ascites form are being used, at least four dilutions should 
also be used Working solutions should be used immediately, since the various proteins, 
especially MAb, may bind to the plastic. 
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See Table 3J2J for Vp specificities of staphylococcal entervtoxins. It is essential to 
verify that the mouse strain employed expresses the MHC class 11 surface molecules 
for which the enterotoxin has a specific binding c0mity. See Marrack and Kappler 
(1989) for further discussion of various enteroxins and their specificities. 

5. Add 20 \il of each dilution of activating reagent (MAb, enterotoxin or lectin) to e^h 
of three weUs of a96-wellflat-or round-bottom nucrotiter plate. Inchd^ 

with 20 fiJ of PBS only. Add 20 PMA or calcium ionophore at the single 
COTcentration indicated in step 4, as the dose-response curve for these agents is 
extremely narrow. 

A series of four dilutions will form one row of each microtiter plate, allowing for 
efficient organization of the plates. 

6. To the wells of the 96-weII microtiter plate containmg activating agoit, add 2 x 10^ 
cells in 0.2 ml. 

7. Place microtiter plates in a hunudified 3TC 5% CDj incubator for 2 to 4 days. 

Optimum culture periods for stimulating cells will vary depending on cell type and 
laboratory conditions and must be determined empirically (see critical parameters). 

8. Add pHJthymidme to each well Return the plates to COj incubator to pulse 18 to 24 
hr. Harvest cells using a semiautomated sample harvester and measure cpm in p 
scintiUation counter. 

9a, Compute the data as the diff^nce in cpm of stimulated (experiirental) and control 
(no activating agent added) cultures. This is dcme by subtracting the arithmetic mean 
of q>tn^ from triplicate control cultures from the arithmetic mean of cpm from 
corresponding stimulated cultures. Hie results are refOTed to as **A c^m." 

9b. Alternatively, compute the data as the ratio of cpm of stimulated and control cultures. 
Hiis is done by dividing the arithimtic mean of cpm fioni stimulated cultures by the 
arithnietic mean of cpm from control cultures. The results are referred to **SF' 
> (stimulation index). 

The second method (step 9b) has the disadvantage that small changes in background 
values will result inlarge changes in SI and should be interpreted with caution Inmost 
publications, A cpm rather than SI values are preferred 

ACmATION OF UNPRIMEa) T CELLS VmH 
PLATE-BOUND ANTIBODIES 

Aldiough it is possible to induce T cell activation with monoclonal antibodies to the 
CD3/TCR complex in solution during culture, such activation deprads on cross-linking 
of the antibody by Fb receptcT--bearing accessory cells. This protocol describes the use 
of monoclonal antibodies to the CD3/TCR complex by coupling them to the wells of the 
microtiter plates. The T cell proliferative response induced under these conditions does 
not require the presence of significant numbers of accessory cells, although the responses 
obtained may be suboptimal (J^okins et al., 1990). 

Use of this protocol is recommended for use with those antibodies to the ai>3/TCR 
complex which bind poorly to the Fc receptOT present on murine accessory cells and which 
do not induce t cell activation in soluble form. Although all monoclonal antibodies readily 
couple to plastic under these ccmditions, it is very difficult to induce a piolifwative 
response with certain antibodies such as the G7, anti-TTiy-l monoclonal antibody. In aich 
cases, the conditions described in the basic protocol should be followed. 
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Additional Materials 

PBS (appendix 2), room temperature and 4*'C 

1 mg/ml purified anti-CD3 or anti-TCR MAb in PBS (for nonspecific activation 
of T cells) or 1 mgAnl purified anti-Vp or anti-TCR-Y5 MAb in PBS (for 
activation of T cells with specific receptors; see Tabic 3.12.1) 

1. In 4-ml conical polystyrene tubes, prepare a series of four dilutions of MAb from 
sterile 1 mg/ml stock soluti<His— e.g., 100, 10, 1, and 0.1 ng/ml— using room 
temperature PBS. 

Sources and recommended concentrations of monoclonal antibodies can be found in 
Table 3JZ1; since MAb will bind to plastic, the working dilutions should be used 
immediately. 

The ability qfanti-TCR antibodies to cross-link receptor molecules varies depending 
on the purity of the MAb preparation and the affinity of the MAb for the TCR/CD3 
complex. Optimum dilutions will have to be determined in dose-response experiments. 
Alternatively, preparations of ascites fluid from the MAb can be tested at different 
dilutions (e.g., 1:100,1:200, 1:400, andl:800), but use ofpurified antibody wilt allow 
for better standardization of the assay. 

Because the efficacy of MAb-induced activation depends on the amount of antibody 
bound to the bottom ofihe wells, it is crucial to make the dilutions in a buffer without 
any additional source cf proteins such as FCS or albimin; these would compete with 
the binding of the antibody, and therefore reduce the responsiveness. For this reason, 
it is also not recommended to perform the assay with culture supematants cf the 
appropriate hybriddmas. 

2. Add 30 of each concentration of MAb soludm to each of three wells of a 96- well 
round-bottom microtiter plate. Include control wells of 30 jil PBS only. 

A series of four dilutions will form one row of each plate, allowing for efficient 
organization of the plates. Consistently better responses are seen with round-bottom 
(compared with fiat-bottom) plates in antibody-mediated experiments. 

Most cfien, optimal responses are seen with 10 fig/ml antibody. There is no point in 
adding more titan the indicated amount of antibody, since the maximum amount that 
can bind to surface of the wells is -2 to 3 pg (A.M.K., unpuk observ.). 

3. Cover the plate and gently tap its side to ensure complete covering of the bottom of 
the wells. Incubate plates 90 min at 3TC. During incubation, proceed to step 4, 

During this incubation, the antibodies bind to the plastic in the wells for subsequent 
cross-linking of the Tcell receptors on responding T cells. Plates can also be prepared 
the night before an experiment and kept in the refrigerator overnight, c^er the 3TC 
, incubation. 

4. Prepare responder cell suspensions as in steps 1 to 3 of the basic protocol. 

Highly purified T cell populations can be used in these studies as the proliferative 
response induced is accessory cell-independent. However, the, presence ofnon-T 
accessory celb does not interfere with the proliferative response. 

5. Wash the wells of die incubated plates by adding 200 ^il cold PBS and inverting the 
plates with a flick of the hand on a stack of paper towels placed in a tissue culture 
hood. Repeat washing procedure two mote times to remove excess antibody. 

6. To the wells of the washed plates, add -2 x 10^ cells in 0.2 ml. 

tf cells are not ready at this stage, plates may be kept in the refrigerator overnight after 
100 pi PBS has been added Presumably, longer storage periods should be acceptable, 
but our e:q>erience is limited to-day periods. The PBS should be removed before 



the cells are added 
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Most cell populations will give peak responsiveness at this cell dosage, but pilot 
experiments should be performed to establish optimal conditions. 

7. Proceed as in steps 7 to 9 of the basic protocol, but incubate cultures for 2 to 3 days 
before adding pH]thymidine. 

Kinetic assays should be performed to determine the optimum culture period 

T CELL PROLIFERATION IN MIXED LYMPHOCYTE CULTURES 

In the tnixed lymphocyte culture (MLC) or reaction (MLR), suspensions of responder T 
cells are cultured with allogeneic stimulator lymphocytes. The activating stimulus is the 
foreign histocompatibility antigen (usually MHC class I or class n molecules) e55)iessed 
on the allogeneic stimulator cells, Responder cells need not be primed because a suffi- 
ciently high number of T cells in the MLC wUl respond to the stimulator population. If 
the stimulator cell population contains T cells, flieir uptake of [^fliymidine mast be 
prevaited by irradiation or treatn^nt witii mitomycin C; alternatively the stimulatOT cell 
suspension can be depleted of T cells (see support protocols). 

Additional Materials 

Responds cells: lyxiq)hocyte$ firom nonimmunized mouse thymus, spleen, or lynq)h 
nodes (kwot A i.i) or iwrified T cefls or T cell subpopul^^^ 

Stimulator cells: allogeneic mcwise spleen cells that diiFcr from the responder cells 
at H-2 or Mis loci, irradiated or treated wife mitomycin G (second support 
protocol) or T cell-dq^leted (first support protocol) 

1 . Prepare lespondw cell populaticms as in steps 1 to 3 of tiie basic protocol. Although 
unfiracticHiated cell populMions can be used as responders in certain situations, it may 
be [»:eferable to use purified T cells or T cell subsets. 

To estimate the MLR of a cell population, it is necessary to perform a dose-response 
assay with different numbers of responder cells. Typically, three replicate wells are set 
up containing each of the following: 0.5. 1, 2, and 4xl(^ cells (optimal responses are 
usually obtained with the latter two densities). The setup for these four cell densities 
will occupy one raw ( 12 wells) of a microliter plate. 

For thymocytes, it may be necessary to use 8 x cells per well because the frequency 
of responding T cells is lower; the lowest number of responder cells could then belx 
l(fi and the doses in between would be 2 and 4 X Using this range of higher 
numbers of responder cells may also be preferred when experimental manipulations 
areexpectedtoreduceihefrequency of responding T cells. 

2. To a 96-weII microtiter plate, add 5 x 10* to 4 x 10^ responder cells in 0.1 ml to each 
wen. For each experimental group, set up three replicate wells. 

Stimulation of leukocytes for proltferation in 96-well microtiter plates can be run in 
parallel with cytotoxic T lymphocyte (CnrL) generation (UNrrsJJ), which is ^ 
in24-well microtiter plates. For example, cells can be diluted to 4x ICP cells/ml and 
added to 24'Well plates in 1.0 ml/well for CTL generation and to 96'Well plates inOJ 
ml/weUforprol^eratioru 

3. Prepare a single-cell suspension of iitadiated or mitomycin C-treated stunulator cells. 
Alternatively, prepare a suspension of Tcell depleted stimulator cells. Add 0, 1 ml to 
each well of the plates containing responder cells. 

The optimum number of stimulator cells must be determined for each MLC and for 
d^erent responder cells. For a range of responder cells from 0.5-4 x 10^, test 
stimulator cells at densities of 2, 4, and 8 x 10^/ml (Le., 2,4, and 8 x Kfi/well). It 
should be noted that the stimulator cell suspension provides both the specific antigen 
to be recognized by the responder T cells as well as nonspecific accessory cells. If 
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highly purified T cells are used as the responder population, it is therefore not 
necessary to supplement the cultures with non-T accessory cells syngeneic to the 
responder TceUs. 

Separate wells with control cultures should be set up that include— for each dose of 
responder and stimulator cells— replicate wells of responder cells with irradiated or 
mitomycin C-treated syngeneic stimulator cells. Values obtained from these controls 
reflect *1>ackground" proliferation vahies (see step 9 of basic protocol). Other negative 
controls often included are wells with stimulator cells alone and wells with responder 
cells alone. These are not used for the calculation of the data, but are useful to compare 
with the bacl^und proliferation values; the latter should not be much high^ (<2-fold) 
than those obtained with stimulator or responder cells alone. Higher badcground vahies 
indicate potential autoreactivity. 

4. Follow steps 7 to 9 of die basic protocol, but incubate the cultures for 3 to 6 days. 

Optimum culture periods for stimulating cells will vary depending on cell type and 
laboratory conditions, and must be determined empirically (see critical parameters). 

DEPLETION OF T CELLS FROM 

ANTIGEN^PRESE^mNG/SllMDLATOR CELL SUSPENSIONS 

Aldiough normal unftactionated spleen cell populations can be used as a source of 
accessory cells, in certain types of experimmts it may be preferable to use spleen cell 
populations from whidi the T cells have been removed. TOs procedure ensures that none 
of the observed proliferative responses of the responder population result from T cell 
factors derived from the accessory cell population. For example, even T cells whose cell 
division has been blocked (second support protocol) can produce cytokines. In tfie 
following steps, T cell-depleted spleen cell susprasions are prepared using a lytic 
monoclonal antibody to the T cell antigen, Hiy-l. Because almost all the antigen 
presentation ot stimulator cell activity in spleen resitfcs m die non-T cell fraction, tiiis 
procedure also leads to eruichment of frmctional antigen-presenting cell function. Further 
enrichment of antigen-presenting cells (AFC) by flotation of the T cell-depleted spleen 
cells on PercoU gradients is also described. Other procedures leading to enrichment of 
AFC are described elsewhere; the method described in vnttsj does not delete T cells 
and therefore is not recommended here; the method described in unit 3,15 leads to higher 
levels of enrichment that are not required in the protocols presented here. 

Additional Materials 

Spleen cells from noninrniunizedmice 

Hanks balanced salt solution (HBSS; i4P/>£Wbzy 2) 

Low-Tox rabbit complement (Cedarlane #CL3051), reconstituted with 

ice-cold distilled water and filter-$terili2^ 
Anti-Thy-i.2 ascites ^0-13-4; ATCCttTIB 99) or ahti-Thy-Ll ascites 

(HO-22-1; ATCC #118 100; alternatively, see Table 3.4.1 foe otiier 

anti-Thy-1 MAb and UNrrze for production of ascites) 
70% PercbU solution (uf/rrxs and reagents and solutions) 

1 . Centrifuge the sple^ cell suspension derived from single spleen down to a pellet 

77ie spleen cells should always be from nonprimed animals and should be syngeneic 
to the responder T cells unless they are to be used as stimulator cells in the MLC. 

2. To tfie peUet, add 0.9 ml HBSS, 0.1 ml complement, and 25 ^1 anti-Thy-1 ascites. 

Jf cells from more than a single spleen are needed, the procedure should be scaled up 
accordingly. 
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The choice ofanti'Thy-l reagent to be used depends on the strain cf animal from which 
the spleen was derived. The great majority of commonly available mouse strains 
(except AKR) ejqpress the Thy-L2 allele. 

3. Incubate the mixtuie at 45 min in a yi^C water bath. 

4. Centrifuge 10 min in Sorvall H-IOOOB rotca: at -1000 rpm (200 x g\ room tempera- 
ture, and discard supernatant Resuspend pellet in HBSS and wash two more times. 

5. Count viable cells (appendix 5) and rc^suspend in con^lete RPMI-10 or PBS for 
inactivation as in the second support protocol, or in HBSS to prepare low-density 
accessory cells (see below). 

The T cell-depleted spleen cell population is comprised qfB cells, macrophages, and 
dendritic cells. Further enrichment of ceils with enhanced accessory cell function can 
be obtained by fractionation of this poptdation on PercolL 

6. Dilute 70% Percoll solution to 55% by mixing 23^8 ml of the 70% Percoll with 6.42 
ml HBSS. Resuspend T cell-depleted spleen cells from step 5 in HBSS at 20 x 10^ 
cells/mL 

7. Lay^ 3 ml cell suspension over 3 ml of 55% Percoll solution in a 15-ml conical 
centrifuge tube. 

8. Spin 13 min in H-IOOOB rotor at 3000 rpm (1900 x g\ room temperature, 

9. Remove cells that band at the PercoU/HBSS interface with a 5-in. Pasteur pipet and 
wash 3 times in HBSS as in step 4. 

10. Count viable cells and resuspend in conq)lete RPMI-10 for inactivation according to 
the second support protocol. 

The population obtained from steps 6 to 10 is comprised of large cells including 
macrophages, dendritic cells, andactivated B lymphocytes. This population of cells is 
enriched in accessory cell function When used in either of the basic protocols with 
purified T responder cells, fewer of the PercoU-purified cells should be needed to 
provide accessory function, 
j 

BLOCKING CELLULAR DIVISION OF ACCESSORVySTDMULATOR CELLS 

There are two situations in which inhibition of accessory or stimul^or cell division should 
be blocked. When purified T cells ratiier than unfractionated lymphoid populations are 
used in the basic protocol, cultures are frequently supplemented with accessory cells 
syngeneic to the responder T cells. If accessory cell DNA synthesis is inhibited, one can 
then be certain that the resultant proliferative req)onse is comprised entirely of responder 
T cells and does not contain a component of recniited B cell proliferation derived from 
the accessoiy cell populations. In the MLJR, the stimulator cells are spleen cells firom mice 
that difiTer from the responder cells in H-l and/or Mis gene expression (see appendix i. 
Tables A.1C. 1 and A,1R 1) and they can also recogiuzcBlloantigens on the responder cells, 
iliis responsiveness of stimulator cells against responder cells in an MLR (so-called 
back-stimulation) must be prevented by blocking cellular division. This can be done by 
treatnoent of stimulator cells with mitomycin C (a DNA cross-linking reagent) or by g 
irradiation. Many inve^gators prefer mitomycin C treatment wh«i antigenic differences 
encoded for by Mis genes are to be measured, or when an irradiation source is not iaivailable. 
For more information on the loci encoding Mis genes, see IVd)Ies A,1F.2 and AJF.3. 

Mitomycin C Tteatment 

Additional Materials 

Mitomycin C (Sigma #M-0503; store in dark) , 
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1. In a 15-ml aluminum foil-w:^ped tube, prepare a solution of mitomycin C in PBS 
at 0.5 mg/ml and filter sterilize. 

Since mitomycin C is very light-sensitive, it b necessary to prepare afresh stock 
solution each dayfor each experiment. 

2. Prepare spleen cell suspension as described in steps 1 and 2 of the basic protocol at 
a concentration of 5 X 10' celis/ml in PBS. 

3. Add mitomycin C to a final concentration of 50 |ig/ml (100 nl/ml of cell suspension) 
and wrap the tube in aluniinum foiL Incubate 20 coin at 37**C 

4. Add an excess ofconipIeteRPNn*5(Le,,fin tube with -12 ml) and cent^ 

in Sorvall H-IOOOB rotor at 1200 rpm (300 x g). Discard supernatant ?uid repeat 
washing procedure two more times. 

Three washes are crucial, because any traces cf ndtomycin C left among the cells will 
reduce proliferative responses when the ceUs are added to an MLC 

5. Resuspend pellet in complete RPMI-10. Count cefls with henmcy^ 

desired concentration as desoibed in the annotation to stq> 6 of tfie basic protocol. 

Irradiation lYeatment 

Prepare a spleen cell suspension as described in steps I to 3 of the basic protocol at a 
final concentration of 5- 10 x 1 0^ cells/ml in complete RPM- 10, Using a source of ionizing 
irradiation (**to or ^"Cs ^irradiator. e.g., Gamroacell 1000. Nordion), deliver 1000 to 
2(XX) rad of irradiation to the cells. 

Ihis dose range of irradiation is suitable for most immunologic applications eni^loying 
spleen cell suspensions. However, antigen presentation by different spleen cells is 
differentially affected by irradiation (Ashwell et al., 19S4): at low doses (500 to 1000 rad), 
antigen-preseaiting ftuiction of B cells is preserved; after doses of 1100 to 2000 rad, a 
substantial decline is observed; and doses >2000 rad abolish the participation of B cells 
as APC. Macrophages and dendritic cells, on the other hand, maintain antigen presentation 
through doses of 3000 rad To ensme that B cells do not participate in the responses 
measured, some investigators prefer to use doses of 2000 rad. However, responsiveness 
to Afir antigras can best be measured with stimulator cells that received doses of <1000 
rad, since B cells presait Mis more eflfectively. Alternatively. Mis responsiveness can be 
measured after mitomycin C treatment of stimulator cells, since it also preserves the 
antigen-presentation function of B cells. 

When transformed cell lines are used as antigen-presenting or accessory cells, higher 
doses must be used to ensure blockage of cell division. The appropriate dose will have to 
be determined empirically for each cell line, but is likely to be at least 5000 rad; some 
transformed cell lines require as nuich as 1 0,000 to 12,000 rad, and may be more sensitive 
to mitomycin C treatment 
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Proliferative responses to viruses, protein antigras, minor transplantation antigens, and 
the male H-Y antigen reqmre in vivo ioununization followed by m vitro stimulation. 
Furthermore, enhanced proliferative responses to those antigens Uiat will generate pri- 
mary in vitro responses (i.e., MHC antigens) can be obtained by in vivo priming. Multiple 
immunizations usually elevate in vitro resjponses. 

To immunize animals for in vitro secondary responses to soluble protein antigens or 
peptides, dissolve antigens and emulsify in complete Freunds adjuvant (UNrr2jy For 
strong resp(nises by draining lymph node cdls, inmiunize animals in a hind foo^ad. For 
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strong responses by spleen cells, immunize intxaperitoneally. Tail-base immunizadcHi also 
can be used as an efficient route of immunization; follow procedure for intradermal, 
injection. To prime animals against cellular antigens, inject intiaperitoneally with 1-5 x 
10^ cells that express the antigen, bnmunization protocols are described in unttls. 

Within 2 to 3 weeks after in vivo priming, in vitro responsiveness of primed T cells can 
usually be measured. This assay is often used as a preparation for subsequent in vitro 
cloning procedures {vnitsm) and T cell hybridoma preparation (umxis). 

Materials 

Complete RPMI- 10 medium (iU»P£WD/y 2) 
^ Responder ceUs: Purified T cells isolated from lyntq)h nodes (VAff^ 
in vivo primed mice 

Antigen: 1 mg/ml stmle protein antig^s) (ONrrsjs), in PBS or suspensi<Hi of 
irradiated or mitomycin C-treated stimulator cells expressing alloandgens 
at 8 X 10^ cells/ml (UNrrsji, support protocol) in complete RPMI-10 medium 

(APPENDIX2) 

Accessory cells: suspension of irradiated or mitomycin C-treated (or T cell- 
depleted) sple^ ceUs syngeneic to the responding T cells at 5 x 10* cells/ml 
in complete RPMI-10 medium 

4-nil conical tubes , 
96-well flat-bottom microtit^ plates with lids 

1 . FbUow steps 1 to 3 of the first basic protocol for preparation of responder cells. 

2. Prepare 4-fold dilution series of the antigens in 4-ml conical tubes» using complete 
RPMI-10. 

The following dilutions are recommended' 100, 10, 1, and OA fig/nd protein antigens 
and 8, 4, 2, and ceUs/nd of stimulator cells in complete medhmu 

3. Add antigens to 96-well flat-bottom microtiter plates, at 30 ^1/well for protein 
antigens or 100 p.l/well for cellular antigens. For each experimental group, set up 
three lepUcate wells and include control wells with niedium only (no antigen). 

By using four concentrations of antigens and three replicate weUsfor each dose, one 
row of a microtiter plate will cover the entire tested range, 

4. Add responder T cells in 0.1 ml to each welL 

Purged T cells are recommended; otherwise extremely high background values may 
be obtained This iqypears to be due in part to proliferation of recruited cells (T and 
non-T) that are not antigen-specific. If unfractionated lymph node 
primed mice are used, add 1-2 X 10^ cells per well and proceed to step 6. 

5. If purified lymph node T cells specific for protein antigens are used, add 0.1 ml of 
accessory spleen cells syngeneic to the donor of the responder T cells at 5 x 10^ cells 
per well. 

Purified T cells require an exogenous source of accessory non-T cells. Accessory cells 
function both as antigen-presenting cells and as a source of undefined "second 
signals, They aiv not requiredfor cell preparations primed against cellular antigens, 
because accessory cell function is provided by the stimulator cells, 

6. Proceed as in st^s 7 to 9 of the basic protocol. 

Culture periods before labeling can vary widely and kinetic assays should be per- 
Pn^erative formed In general, for T cells from primed mice, it is likely that the response willpeak 
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REAGENTS AND SOLUTIONS 

PercoUsohition 
Diluent: 

45 ml lOx PBS, pH 7.4 {APPEmixi) 

3nil0.6MHCI 

mmlHaO 

Filter sterilize 

70% PercoU solution: 

63 ml Petcoll (Phannacia LKB #170891-01) 

37 ml sterile diluent (above) 

Fmal osmolarity should be 310 to 320 osM 



COMMENTARY 

BackgFOimd Information 

Prolifetattve assays for measuring T cell 
function have certain advantages and disadvan- 
tages compared to the cytotoxic T lymphocyte 
(CTL) assay described in untt sm or the 
lymi^okine production assays in umrssjs <t 
Advantages are that proliferative assays are 
less time-consuming, less labor-intensive, less 
cell-consuming, and less expensive than "true*' 
e£fector T cell function assays. A disadvantage 
is tiiat antigen specificity is not as easily dem- 
onstrated in prolif^^ve assays as in CTL. 
assays, unless antigen-specific clones of pro- 
liferatiii^ cells are used. Furthermore, the pro- 
liferative assay only detects dividing cells in- 
stead of measuring tnieeflfectorTcell function. 

It is not clear whidi T cell function is mea- 
sured in prolifdritive assays; the proliferative 
response should therefore be used solely as 
general indicators of T cell reactivity. Data 
obtained in proliferative assays might vari- 
ously reflect prolifoation of CTL, l3r^^>hok- 
ine-producing T cells, or nonactivated "by- 
standet'* cells, and will be severely affected by 
the function of non-T cells such as accessory 
cells (see below). Since the majcmty of T cells 
respond to and produce ILr2 upon activation, 
differences in responsiveness in a proliferative 
assay in partreflect differences in IL-2 produc- 
tion by the responding T cells. Proliferative 
assays th^fore become more meaningful 
when combined with the lymf^okine detection 
assays presented in units sjsasj. Since respon- 
siveness to 11^2 is also determined by die levels 
and functionality of IL-2 receptors, further in- 
formation will be added by including measure- 
ments of E-r2 receptors {unit 6.1) or by flow 
cytom^ (uNiTS,4)' Yet, as a first approxima- 
tion of cellular activation, proliferative assays 
are valuable. 



CMttcal Parameters , ~ 

and IVoubleshootiiig 

Parameters affecting the magnitude of Tcdl 
proliferative responses include cell concentra- 
tion, type of medium, source of semm, incuba- 
tor conditions (CO2 levd and humidity), type 
and concentration of activating agent, type of 
responding T cells, type of accessory/ stimula- 
tor ceUs, mouse strain, and culture time. 
inal conditions for individual laboratories and 
experiments niust be d^ved empirically with 
respect to these variables, but gen^ guide- 
lines are fsovided below. 

A numbor of agents can be employed in die 
firstbasic protocol to induce Tcell prolif i^tion 
(Table 3.1Z1). T cells may be activated by 
pharmacologic means by producing an eleva- 
tion of intracellular fiee calcium with a calcium 
ionophore combined with activation of protein 
kinase C with a phorbol est^. The most direct 
means of inducing T cell activation involves 
stimulation with monoclonal antibodies that 
interact with the CDS/TCR complex— 4.e., 
anti-CD3, anti-TGR-ap or -76, as well as anti- 
vp antibodies that are capable of interacting 
with a subset of cells bearing a specific TCR. 
A vigorous T cell proliferative response of 
defined subs^ can also be induced with cer- 
tain bactotial toxins known as staphylococcal 
enterotoxins. These toxins are often referred to 
as "superantigens** (Marrack and Kappler, 
1989) because they stimulate T cells via the 
variable (V) gene segment of the TCR. Differ- 
ent toxins have aflSnities for different chains 
and these specificities make them valuable re- 
agents for activating T cells. Hie activating 
capacity of toxins is also dependent on their 
ability to bind to MHC class n molecules (i.e., 
responding T cells react witii the toxin/class II 
complex); tiius, respcmsiveness varies with the 
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mouse strain used. Lectins such as phytohc- 
magglutinin (PHA) and concanavalia A (Con 
A) have been widely used for many years to 
activate T cells. Although the precise mecha- 
nism of action of these agents is unknown, it is 
likely that lectins activate^ T cells by indirectly 
cioss-linking the TCR because TCR-negative 
cells will not respond to tiiiese agents* Lastly, it 
is also possible to induce T cell activation with 
monoclonal antibodies to cell-surface antigens 
other than die TCR; this protocol employs the 
G7 monoclonal antibody, one of the most ef- 
fective of the anti-Thy-1 activators (Gunter et 
al.. 1984). 

When oonjparing Ae reactivity of different 
cell populations, it is essential to perfomi dose- 
response assays few responds T cells and acti- 
vating agents and fOT both respcmd^ and stim- 
ulator T cells (in MLR), since each population 
may yield optimal responses at diffo^ent cell 
numbers. .TOs may reflect differences in &e- 
quency of responding cells, and hence may 
indicate a need to poform limiting dUution 
assays {imrsjs). Since peak responsiveness of 
different populations of T cells may occur est 
dlffa:ent times, it is also essential to perform 
kinetic experiments — ^i.e., compare respon- 
siveness at days 2, 3, 4, and 5. 

Differences in responsiveness need not nec- 
essarily be due to differences in the frequency 
of responding T cells, but may also indicate 
differences in the efficacy with which co-stimr 
ulatory activity or "second signals** are dcliv- 
^ed by the accessory cells present in different 
cell populations. The type of int^actions per- 
tinent to the generation of |Himary responses 
by T cells is explained in the commentaries of 
UNITS 3.8, xa & SJ3. Specific requirements for 
inducing activation with imniobilized antibod- 
ies have been described (Staerz and Bevan, 
1986; Hathcock et al., 1989; Jenkins et al.. 
1990). A responding cell population com- 
pletely devoid of accessory cdls (such as puri- 
fied populations of splenic or lymph node T 
cells or cloned T cells) will yield fine respon- 
siveness in an MLC, since accessory cell fimc- 
tion is provided by the stimulator cells; how- 
ever, die same population will generally not 
: yield responses when mitogens, antigens, or 
enterotoxins are used In such a setting, acces- 
sory cells may also function as antigen-present- 
ing cells (APC). Addition of irradiated or mi- 
tomycin C-4reated syngeneic sources of acces- 
sory cells (eitiier whqle spleen cells or purified 
APC; see first support protocol) can be used to 
restore responsiveness in purified T cells. Itie 
need for accessory cells can sometimes be 



bypassed when anti-TCR monoclonal antibod- 
ies arc coupled to plastic, or when cotain anti- 
Thy-1 monoclonal antibodies are used; how- 
ever, these conditions do not necessarily result 
in optimal responsiveness (Jenkins et al., 
1990). 

The level of pHJthymidine incorpc^ation 
should not be regarded only as a reflection of 
cellular proliferation: some nondividing cells 
will syntiiesize DNA and "coltf* thymidine 
released by disintegrating cells will compete 
with incorporation of labeled thymidine. 
Therefore, measurements of DNA synthesis 
should be accompanied by counting viable 
cells over die length of the culture p^od if a 
true estimate of cdlular proliferation is to be 
obtained. Of course, cell death of nonactivated 
cells will also intern with the accuracy of this 
last parameter. 

The s^itiviQr of proliferation assays is 
such tiiat small errors in cell numb^s wiU result 
in laige differences in [%[]thymidine incorpo- 
ration values. When values ol^ained in tripli- 
cate cultures correspond poorfy (e.g., >5% dif- 
ference in cpm values >1(XX)), technical prob- 
lems such as cell clumping, dilution, and 
inpetting should be con^dered. Excessively 
high values may be obtained fiom contami- 
nated wells, as pH]thymidine will be incorpo- 
rated into reheating bacteria; therefore, it is 
good practice to check tije wells from microti- 
ter plates under an inverted microscope for 
contamination. Contaminati<Hi may also inter- 
fere with proliferation of the activated lyni^ho- 
cytes. 

It is also useful to check for blast formation 
by microscopic examination of die cultures: 
activated lynq>hocytes will tend to enlarge, and 
detection of blasts will give ageneral indication 
of successful activation. 

The main problem that may occur with pro- 
liferative response assays ishsghlevds ofback- 
ground ['Hlthymidine incorporation in control 
cultures without antigens. This problem is fre- 
quently due to the fetal calf serum (PCS) tised 
to supplement the cultures, which may be mi- 
togenic forB cells. Different lots of FCS Should 
be screened to select those that are nonstimula- 
toty or only weakly stimulatory in the absoice 
of other stimuli, and that support strong prolif- 
erative responses iipon antigenic stimulation of 
Tcdls. 

If flat-bottom nucrotit^ plates are used in 
the procedure and weak responses occur, it 
may be useful to switch to round-bottom 
plates. Our laboratory has found consistentiy 
better responses in round-bottom plates when 
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thymocytes are used as responder cells or 
with slight alloantigenic differences between 
responding and stimulating cells. In addition, 
antibody-mediated experiments yield better 
results with round-bottom plates. Presum- 
ably, this reflects better cell contact obtained 
in such plates; optimal responses will almost 
certainly occur at different cell numbm than 
in flat-bottom plates and densities will have 
to be adjusted accordingly. 

Although satisfactory responses to most al- 
loantigens can be obtained with complete 
RPMI-lOmediumi itmay be necessary to com- 
pare different media. This need arises when the 
proliferative responses are weak (i.e., when 
pHJthymidine values for activated cultures are 
< iO-fold higher than those for control cultures) 
and may occur under various drcumstances: 
weak alloantigenic differences between re- 
sponded and stimulator cells, weak T cell pro- 
liferative function in the responder cells or 
diminished APC functionin the stimulator cells 
due to experimratal manipulations, or a low 
precursor frequency of responding T cells- 
Thymocytes in particular do not contain a high 
level of responding T cells, frequently, prolif- 
eration can be improved when con^lete Clicks 
or Dulbeccos media are used (with additives as 
described in apfsndoc 2), presumably because 
these media contain additional nutrients and 
have an osmolarity more compatible with 
mouse serum than RPML 

When RPMI is used as medium, 5% CO2 
will be sufficient, but for other media, a 15% 
CO2 concentration in the incubator will be 
more satisfactory. Generally, the buffering ca- 
pacity of DMEM is insufficient at 5%, but fine 
at 7.5%. Much will also dqwnd on the prolif- 
erative activity of the responding population of 
T cells (e.g., vigorous prolif^tion will reduce 
the pH in the cultures); it is therefore recom- 
mended to compare responsiveness in initial 
pilot experiments in incubatc»ns set at difTer^t 
CO2 concentrations. 

Hie culture period required for stimula- 
tion — after which the cells are to be labeled — 
varies for different laboratcHies, media, and 
types of responding and stimulator cdls. Con- 
ditions eliciting weak responses, such as those 
obtained with fliymocytes or a weak alloantige- 
nic difference, will require a longer culture 
period (5 to 6 days) than those which elicit a 
higher frequency of responding T cells (3 to 4 
days). Because laboratory conditions vary, it 
will be necessary to run a kinetic assay to 
determine the opdnud timie for T cell prolifer- 



ation. Addition of pH] thymidine on days 2, 3, 
4, 5, and 6 will provide a useful test; further 
extension of the culture period will not yield 
any improvements, due to exhaustion of nutri- 
ents in the medium. 

ABtidpated Results 

For proliferative assays described in the 
basic protocol, vMch activate the m^ority of 
the responding T cells, responses of 100,000 
cpm should be obtained; in the MLRiur follow- 
ing activation with monoclonal antibodies to 
sul^pulations of T cells (anti-VP), responses 
up to 100,000 q>m may be observed; however, 
measurements of 20,000 q>m (with tight stan- 
dard mors) can be quite satisfactory. Back- 
ground values of <1000 qpm should be ex- 
pected Rqported results (as described in step 
9a) should be mean cpm of experimental wells 
minus backg^und cpm (A cpm). 

Time Considerations 

The time required to set \xg proliferative 
assays is not more than a day, with the number 
of hours depending on the number of different 
groups of responder cells diat must beprepared* 
The time reqiuied for incubation of cells ranges 
from 2 to 6 days, as noted above in critical 
param^ers. Following an additional 1 8- to 24- 
hr incubation pmod for pulsing, harvesting the 
cells and measuring cpm will require several 
hours depending on the number of plates (-15 
min for harvesting eadi plate and -100 min for 
counting each plate at 1 min/sample). 
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LOOKING AHEAD 



Dendntie celk are allowing scientists to overcome a 
longstanding obstacle to research in immunology by extending 
the playing field beyond antigens to immunogens and beyond 
models to pathogens that cause disease. 




The Dendritic Cell Advantage: 

New Focus For 
Immune-Based Therapies 



by Ralph M. Steinman 



The focus of immune therapeutics 
has been on lymphocytes, the 
cellular medialoi:s of immunily, 
and the suppression of lymphocyte 
funclion. The drug ciclosponn (cyclo- 
^ sporine) is an excellent and successful 
example. However, medicine needs 
therapies that enhance immunity or 
resistance to infections and tumors. 
' Medicine also needs strategies, 
whether suppressive or enhancing, lhat 
are specific lo the disease-causing 
^ stimulus or antigen. In contrast to lym- 
phocytes, dendritic cells (IX^s) provide 
a much earlier and ahtigen-speciHc 
means for manipulating the immune 
' response. DCs capture miiigens and 
then initiate and control the activities 
of lymphocytes, including the develop- 
ment of resistance lo infections and 
tumors (lie vie wed in references 1-3). 



Summary 

Dendritic cells (DCs) provide a much earlier and antigen-specific means for 
manipulating the immune response. The best-studied function of DCs is to con- 
vert antigens into immunogens for T cells. The "DC advantage** entails a myriad 
of functions. DCs are more than antigen-presenting cells; they are accessories 
or adjuvants or catalysts for triggering and controlling immunity. Another special 
feature of DCs is their location and movement in the body; DCs are stationed at 
surfaces where antigens gain access to the body. The events that make up the 
life history of DCs are now being unraveled in molecular terms. As research on 
DCs expands, more potential functions and more sites for their manipulation are 

tjecoming apparent. ©2000 Prous Science, AII rights reserved. 



The controlling role of DCs is best 
known for thymus-depcndcnt lympho- 
cytes or T cells which are important in 
many diseases, the most poignant 
being the AIDS epidemic (Table I). 
DCs were identified in a few laborato- 
ries that were focusing on the induction 
of immunity from resting T cells. It 
was noted that immune rissues (spleen, 
lymph nodes, lymph. bkxKi) had a 
small fraction of cells with unusual 



"tree-like" or *'dendritic" processes. 
These distinctive cells had not been 
recognized previously and they proved 
to have distinct functions. Mo-st impor- 
tantly, DCs were potent inducers of 
immunity even in animals, not just the 
lest lube, and now even in patienLs 
(reviewed in references 1-3). 

The DC field was held back by the 
fact that there weir so few cells relative 
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TABLE I: HUMAN DISEASES THAT INVOLVE T CELLS 



• Rejection of organ transplants and graft-vs.-host disease in bone marrow transplantation 

• Resistance to many infections including vaccine design 

• Vaccines against tumors and immune therapies for existing tumors 

• Altergy 

• AIDS 

• Autoimmune diseases like insulin-dependent (juvenile) diabetes, muftiple sclerosis, 
rheumatoid arthritis and psoriasis 



Antigen 



-> T-cell response 



Antigen 



dendritic cells 



-> T-cell response 



Fig. 1. A key function of dendritic cells. Antigens within tumors, transplants and infectious 
agents need to be presented by DCs to become immunogens, i.e., to make T cells begin to 
grow and exhibit their helper and killer functions. 



to other players in the immune system 
such as B cells, T cells and 
macrophages, fn reality. DCs are quite 
abundant for the job they have to do, 
namely, to initiate immune responses 
from anligen-spccinc T cells. In 
immune system organs like lymph 
nodes, DCs form an extensive network 
throughout the T cell-rich regions and 
physically outnumber any given anti- 
gen-reactive T ceil by at least 100 to 1 . 
The DC field was also held back 
because many thought thai tlie cells 
were no different from macrophages, 
thus keeping investigators from work- 
ing on the active DCs. fn reality, DCs 
were identified on the basis of pro- 
found differences from macrophages, 
and their many distinct properties and 
functions were only uncoveiixi by sep- 
imjting DCs from macrophages. 

The best-studied function of DCs is 
to convert antigens into immunogens 
for T cells. The antigen receptors on T 
cells do not focus on intact proteins in 
microbes and tumors, but instead rec- 
ognize fragmented or processed pro- 
teins, that is. peptides. The pa^cessing 
of protein antigens into peptides occurs 
within cells, and then the peptides are 

5«2 



displayed or presented at the cell sur- 
face affixed to products of the major 
histtx:ompatibility complex (MHC). 
The ensuing interaction between a T- 
cell receptor (TCR) and its specific 
MHC-peptide c^)mpicx allows a T cell 
' to detect peptides fonned within cells 
in transplants, tumors, sites of infection 
and self tissues attacked during 
autoimmune disease (Table 1). 
**Anti gens'* refers to specific sub- 
stances rccogni?^ by the immune sys- 
tem, while *'immunogens" refers to 
antigens that effectively induce 
responses either by themselves or 
together with enhancing materials 
called "adjuvants.'' For T cells in par- 
ticular, antigens and immunogens arc 
not one and the same (Fig. I). Even 
preproccssed peptides and MHC-pep- 
tide complexes are weak immunogens. 
This was evident e<iriy on in the work 
of Peter Medawar, the great scientist 
who discovered the immune basis of 
transplantation. He spent many years 
trying to purify functioning transplan- 
tation antigens. These efforts were to 
little avail. 

What was not known in Medawar's 
time is that transplantation antigens 
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(later shown to be MHC-peptide corn 
plexes) become immunogenic when 
presented by DCs."* In other words, 
transplantation antigens when prcseni- |P 
ed on many cell types are weak 
immunogens, but on DCs d)ey become 
powerful inducers of immunity."^ The Hj 
same is true of peptides that bccoriiF^ 
much more immunogenic when pre- 
sented on DCs. DCs activate T eel Is by 
getting them to divide and expmss their jj^ 
helper and killer functions. Then the 
activated T ceils interact with other 
antigen-presenting cells to eliminate Hj 
the antigen in question, DCs are also * 
called nature's adjuvant," because 
prior adjuvants were artificial sub- WM 
stances used to enhance immunity. The If 
DC advantage entails a myriad of func- 
tions, some of which will be consid- 
ered below. 
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Potency of dendritic celis 
in initiating immunity 
in tissue culture 

What are some specific features ol' 
DCs that warrant attention? The first is 
their potency. Very small numbers of 
DCs are sufficient to trigger stn)ng T- 
cell respt)nses in test tubes. Immune 
assays are generally canied out with 
impure antigen-presenting cells, 
applied at a dose of one presenting cell 
for every T cell, the latter often preac- WM 
tivaled. In contrast, roughly one DC? 
per 30-l(X) T cells is more than suffi- 
cient to induce optimal responses, 
including responses by resting T cells, 
A single DC can simultanetmsly acti- " 
vate 10-20 T cells nestled within its 
sheet-like processes. Therefore, IX*s H 
are more than antigen-presenting ceils; 
they are accessories or adjuvants or 
catalysts for triggering and controlling 
immunity. 

It has always been clear that the 
accessory function of DCs did nol Bj 
depend exclusively on their capacity to ||P 
process antigens to form MHC-pc]!- 
tide complexe.s. This is because ihc |^ 
stimuH that were used to define i he 
potency and immune-activating n)lc of 
DCs did not require thiU the DCs 
pn)cess an applied antigen. Such slim- Bj 
uli included major transplantation anti - IP 
gens, mitogens, coniact allergens, anti 
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n-cell antibodies and superantigens. 

Furthermore, once nesting T cells were 
j activated by FXTs. the T cells respond- 
[ ed vigorously to antigens presented by 

other cell types, showing that the latter 
, were not deilcicnt in forming ligands 
I for the antigen receptor on T cells, but 
' insleiid lacked accessory- propertiasr^ 

The word "accessory" has since 
been replaced by the terms **profes- 
sional" and ''co-stimulatory." but the 
[ basic concept is unchanged by shifting 
I icrminoiogy. T cells need stimuli other 
than their specific trigger or ligand 
(MHC-peptide complexes) lo begin to 
I grow and function, for example, lo pro- 
I duce the inlerlcukins and killer mole- 
cules mentioned above. DCs are potent 
1 in providing the needed accessory or 
j co-stimulator>' functions. For example, 
DCs produce an adhesion molecule 
called DC-SIGN that binds to a tar^get 
I on resting T cells called lCAM-3,-^ and 
[ DCs express very high levels of a stim- 
ulatory molecule called GD86 that 
[ binds to CD28 on resting T cells/^ 
Tliesc are but two examples of the spe- 
cialized activities of DCs. These cells 
do not operate as a single magic bullet. 

I Position of dendritic ceils 
in vivo 

Another special feature of DCs is 
I their location and movement in the 
body. As criteria were developed to 
identify DCs, it became feasible to go 
[ back into the animal and patient to look 
i for the corresponding cells in difterenl 
tissues. DCs are stationed at surfaces 
\ where antigens gain access to the body 
\ (Fig. 2» left). The skin and the airway 
have been the best studied. DCs are 
found in afferent lymphatic vessels, 
1 special channels thai alJow cells to 
move from peripheral tissues to lym- 
phoid organs, primarily the T-cell areas 
I (Fig. 2, middle and right). Tliis migra- 
I lion is most readily observed in models 
of skin transplantation and contact 
allergy, which are the two most power- 
ful immune responses known. 

DC migration is likely to be very 
I imporlani. The body's pool of? cells 
Iprimmily irafllcs through the T-cell 
areas of lymph nodes, rather than 




BODY SURFACES, e.g.. skin, lung 
INTERSTITIAL SPACES, e.g.. demiis 



LYMPH NODE 



Rg. 2. Distribution of dendritic c6lls in situ. DCs at body surfaces and in solid organs can 
pick up antigens, move to the lymphoid tissues to lind antigen-specific T celis and initiate 
immunity. Molecular mechanisms are being uncovered that govern the mobilization, matu- 
ration, migration and mortality of these DCs: In the lymph node, T lymphocytes are select- 
ed for expansion and differentiation into helper and killer T cells. The activated T cells then 
leave the lymph node to return to the body surface or peripheral organ to eliminate the anti- 
gen. 



through tissues where antigens are usu- 
ally deposited. vSo when DCs capture 
antigens in the skin, airway or another 
peripheral tissue, their migration to the 
T-cell areas gives them a chance to 
select the corresponding rare specific T 
cells from the assembled repertoire 
(Fig. 2), The selected T cells then 
increase in numbers (clonal expansion) 
and function, enabling the specific 
immune response to begin. The initial 
frequency of T cells that recognize an 
antigen is very small. Only one in 
10,000-100,000 of Tcclls in the reper- 
toire responds to a specific MHC-pep- 
tide complex. Therefore, it is so precise 
and efficient for DCs lo be able to pick 
up an antigen in the periphery and then 
initiate the immune response from rare 
T-cell clones in lymphoid organs. 

The events that make up the life 
history of DCs (Figs. 2 and 3) are now 
being unraveled in molecular terms. 
For example, scientists aix; figuring out 
how to expand aniigen-capiuring pre- 
cursors to DCs using llt3 ligand and 
granulocyte colony-stimulating factor 
(G-CSF). Key players for the mobi^ 
lization of DCs from the periphery to 
lymph nodes are the multidmg resis- 
tance receptors, usually studied lor 
their capacity to mediate i-csisiance to 
chemolhcrapeutic agents rather than 



movement of DCs. Migration of DCs 
is controlled by chcmokines produced 
in the lymphatic vessels and lymphoid 
organs (Fig. 2). These act on DC 
chemokine receptors to orchestrate 
their movement to the T-cell areas. 
Then within the lymphoid tissue, sev- 
eral members of the tumor necn)sis 
factor (TNF) and TNF-receptor fami- 
lies, such as TRANCE and CD40 lig- 
and, trigger DC production of 
cytokines like intcrieukin- 1 2. The TNF 
family also maintains DC viability. 
Otherwise the cells die within a day or 
two. Each of these components of DC 
function provides targets for manipu- 
lating immunity. 

Priming of T-cell immunity 
via dendritic cells 

Animal studies 

During the eaiiy research on DCs, 
several labs administered antigens to 
experimental animals and then tried to 
identify the cells that had captured the 
antigens in a form that was immuno- 
genic. Regardless of the route of anti- 
gen administration (blood, muscle, 
skin, intestine and airway), DCs were 
the major reservoir of immunogen. 



' Drug News Pcrspeci 13(10), Oeccintx;r 2(KK) 



5«3 



proliferating 
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apoptosis 



Jokines like flt-3 ligand and G-CSF. Precursors are ormed, such «1« ^""^^^ Multidrug resistance 

immature DCs are capable of produdrig large amounts of ^nlW e« J'i'5£^n reTp^X Ss stimuli suet, as infection . 

span is prolonged by TNF-(amllynnolecules expressed by the activated T cells. 



Next, E>Cs were used as nature's 
adjuvant to immunize animals. The 
DCs were taken from mice or rats 
exposed to antigens ex vivo and inject- 
ed back into immunologically naive 
recipients. The animals became immu- 
nized to the antigens that had been cap- 
tured by the DCs. and the inimuniza- 
rion took piitce in the lymph nodes 
draining the site of DC injection. 
Genetic proof was provided that the 
EKTs were priming the animal directly 
and not simply handing off their anti- 
gen to other cells."' *^ 

DC-based immunization is really 
very different from all prior attempts at 
ceil therapy- Immunology has had 
extensive experience with "passive 
immunization " whereby a recipient is 
given large numbers of cells that are 
activated prior to injection, it is hard to 
produce such large numbers of cells, 
and their lifespan, divei-sity and effica- 
cy arc all finite. In contrast, when rela* 
tively small numbers of antigen- 
charged DCs are used to induce 
immunity, this prcxiuces "active immu- 
nization/* Now the animals (and 
patients, see below) can make their 
own diverse and longer lasting 
immune response to the antigen-bear- 
ing DCs. 

Human studies 

The above experiments made it 
clear that DCs, pulsed ex v/Vo with 
antigens, actively immunized animals 
and raised the exciting possibility that 
scientists would be able to induce resis- 
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mature DCs pfBsenting anligen(3) 



Fio 4 The use of dendritic cells as adjuvants for enhancing Immunity to tumors and infec- mm 
tious agents in humans. This new form oi immune therapy begins with the isolation of DC^ 
precursors from the patient, usually from blood. The precursors develop ex v,^.o rejabve- 
Iv simple tissue culture systems) into large numbers of more mature DCs^Dunng this time^ 
the DCs are charged with antigens from the tumor or infection. Then the DCs are remfused m 
to elicit immunity and thereby resistance to the disease. p|i 



tance to tumors, infecnions and trans- 
plants in patients. For example, could 
one expose patients' DCs ex vivo to 
antigens in their tumors and then rein- 
fuse the antigen-bearing DCs to elicit 
tumor-specific immunity (Fig. 4)? This 
approach is actually not tenibly com- 
plicated, but one first had to overcome 
a major obstacle and Icam to generate 
large numbers of DCs. These tech- 
niques became available in the I99()s, 
They have energi/ed the field and, 
accordingly, clinical trials for the 
immunization of humans against can- 
cer have begun on most continents. 



It is evident that DCs can serve as Jj^ 
adjuvants for humans, converting anti- 
gens into immunogens.^'" Kven in- 
advanced cancer, immune responses ■ 
already have been observed that are*^ 
similar to or better than immune 
responses obtained with other W 
approaches. However, this approach is^ 
still in its preliminiuy stages, since a 
good deal of science remains to be ^ 
developed. On the one hand, there arc ||| 
critical unknowns in terms of overall 
DC bit^logy. Many of the clinical stud- 
ies to date, for example, have ovcr-B| 
|<K)ked key rcatui*es thai could improve ■ 
DC function, such as the need for DC:s 
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to be sufficiently mature (sec below) to 
be ctfeclive in vivo. Also, DC biology 
has to be placed in the context of spe- 
Icific tumors and pathogens and 
patients for DC-based therapies to be 
optimized. 

~ To summarize and further illustrate 
the role of DCs in the context of human 
disease (Table I), consider the need to 
harness T cells to resist tumors and 
chronic infections. Protein antigens 
often are known for a tumor-like 
melanoma, or for a vims like HIV- 1 
whose genetic sequence has been 
available for more than 15 years. 
However, this knowledge about anti- 
gens from melanoma and HIV-1 anti- 
gens remains to be converted into 
methods that provide better immuno- 
gens either for immune therapy of 
melanoma or for the design of HJV-I 
vaccines. This is because some impor- 
tant facts of immunological life arc 
being overlooked. When antigens are 
injected, they also need to gain access 
to the right DCs to become immuno- 
gens(Fig. I). 

Delivering antigens 
to dendritic ceils 

Broadly speaking, a central goal is 
to learn how to deliver or "target" anti- 
gens to DCs and simultaneously to dif- 
ferentiate or "mature*' the cells to their 
most potent state. These two chal- 
lenges, antigen targeting and OC mat- 
uration, prove to be intertwined. 



Targeting means that the antigen 
should be in a fomi that the DCs can 
I recognize. Without such recognition, 
the uptake and subsequent processing 
of antigen to form MHC-peptide com- 
plexes is subopiimal. DCs have a num- 
ber of special mechanisms for captur- 
ing antigens and convierting these into 
MHC-peptide complexes (Table II). 
For example, DCs have a receptor 
called DEC-205 whose binding part- 
ners or ligands are still unknown. 
Nonetheless, it is clear that DEC-205 
greatly increases the capacity of DCs 
to form MHC-peptide complexes.*' 
DCs also carry out a fascinating 
process called **cit)ss-presentation." 
DCs can take up dying cells and eftl- 
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TABLE II: DENDRITIC CELL SPECIAUZATION TO INCREASE MHC-PEPTIDE 
COMPLEX FORMATION 

• Receptors for antigen uptake, e.g., DEC-205 ^ 

• Processing of dying cells, nonreplteating microbes and immune complexes onto MHC class 
1 ("cross-presentation") I 

• Regulation of antigen processing by maturation stimuli | 

• Clustering of T-ceil receptor ligands with co-stimulators like CD86 



cientiy extract peptides from them, so 
antigens *'cross" from the dying ceil to 
the DC. The discoverers of this phe- 
nomenon called it "resurrecting the 
dead/*'^ Cross-presentation allows 
DCs to efficiently form MHC-peptide 
complexes fn)m dead cells in tumors, 
transplants and tissues under autoim- 
mune attack. 

Special uptake and processing 
mechanisms allow DCs to tailor a pro- 
tein iuitigen, as well as the proteins in 
a complex micR)he or tumor cell, into 
peptides that bind to an individual's 
MHC pnKiucts. The latter are excep- 
tionally polymorphic, differing geneti- 
cally from one individual to another. 
As a result, the relevant immunizing 
peptides differ from one individual to 
another. One reason why peptides are 
not ideal immunogens is that they must 
be individualized. DCs, in conUust, can 
capture antigens with high efficiency 
and likewise exu^ct peptides that are 
relevant for any individual. 

A second DC advantage is that 
these cells have the many required 
accessory or co-stimulatory properties 
for converting the selected peptides 
("antigens") into ciTective immuno- 
gens. A third DC advantage is that 
these cells position themselves in a 
way that leads to the identification of 
rare antigen-reactive T lymphocytes in 
vivo (Fig. 2). DCs thus overcome many 
of the difficult obstacles in initiating 
immunity. 

In order for an antigen to be a 
strong immunogen, one needs to pro- 
vide a stimulus for the final dilTerenti- 
ation or maturation of the DCs (Fig. 3). 
Most DCs in the body are in an imtna- 
ture state and lack many features that 
lead to a strong T'cell response. 



Immatui-e DCs, for example, lack the 
CD86 and CD4() molecules that great- 
ly boost the DC-T cell interaction. 
Immature DCs also lack a chemokinc 
receptor called CCR7 that seems very 
important for proper migration and 
homing to lymph nodes to start immu- 
nity. For cancer immunology, it is 
unlikely that tumors provide matura- 
tion stimuli. Tumors may even block 
DC maturation induced by other stim- 
uli. Therefore it is important to learn 
how lo deliver tumor cells to DCs and 
bypass the normal obstacles to elTec- 
tive antitumor immunity. 

Surprising recent evidence actually 
links DC maturation to the efficient 
formation of MHC-peptide complexes 
or TCR ligands (Table II). Immature 
DCs take up antigens, but they do not 
make abundant MHC-peptide com- 
plexes until they receive a maturation 
stimulus.'^'''' Maturation also up-regu- 
tates CP86 co-stimulators, but the 
CD86 actually travels together with the 
TCR ligands to the surface of the DCs. 
At the DC surface, the MHC molecules 
and CD86 remain clustered with each 
other, keeping the machinery forT-cell 
activation juxtaposed. This phenome- 
non will help explain the potency of 
DCs, because TCR ligands and co- 
stimulators are displayed together on 
the cell surface and in high levels. 

Control points beyond 
antigen targeting and 
maturation of DCs 

Research on DCs is moving more 
vigorously, because the cells arc more 
readily available and because their role 
in the immune system is considered 
essential. Nonetheless, researchers in 
this tleld are just l>eginning to find 
ways to manipulate DCs in situ. 
Putting together an antigen that targets 
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to DCs with a stimulus for DC matura- 
tion will be a major step in improving 
the conversion of antigens into 
immunogcns, as in immune-based 
therapies against tumors and infectious 
agents. 

Additional challenges and ques- 
tions are evident: 

• Hov^ can DC numbers be increased 
in situ and how can active DCs be 
mobilized to a cancer or site of 
chronic infection? 

• Can DCs induce strong immune 
memory to make vaccination long 
Jasling and effective (we have only 
been reviewing the role of DCs in the 
initiation of immunity)? 

• Can DCs change the quality of the 
immune response? '"Quality" refers 
to recent evidence for different types 
of DCs, especially a subset that 
induces ThI-type T cells for resis- 
tance to infectious agents and stmng 
memory. 

• Is it possible to mt)ve beyond DC- 
based immunization experiments 
and use DCs to either regulate or 
tolerize the immune system, as fre- 
quently required in transplantation 
and autoimmune diseases? 

• Can DCs influence elements of the 
immune system other than T cells; 
for example, B cells and the innate 
defenses provided by natural killer 
(NK) and NK-T cells? 

The answer to all these questions is 
a preliminary "yes." As research on 
DCs expands, more potential functions 
and more sites for their manipulation 
are becoming apparent. 

Dendritic ceils and better 
control of disease 

DCs provide important avenues for 
the investigation of human disease. 
Many labs ai-e exploiting DCs to iden- 
tify antigens relevant for immunity 
against human pathogens. In Uiesc 
experiments, one introduces complex 
but clinically important antigens to 
DCs and then identifies which compo- 
nents are best presented to the immune 
sysiem. We have recently used this 
approach to identify previously un- 




known immune !*esponses to the 
Epstein-Barr virus,'^ a virus we all 
carry that has the potential to cause 
cancer like Hodgkin\s lymphoma. 
Other laboratories have been using 
DCs to identify new antigens in other 
infectious agents, in transplants and in 
cancers like melanoma. 

Investigators are also manipulating 
DCs ex vivo and then reinfusing the 
cells U) identify conditions leading to 
strong immunity in patients (Fig, 4). In 
particular, DC-mediated active immu- 
nization against cancer is being vigor- 
ously pursue^!, as mentioned above. 
Instead of manipulating DCs ex viva, a 
more desirable goal would be able to 
alter DCs directly in situ. Some 
approaches arc under way. An example 
is the injection of cytokines like nt3 
ligand and G-CSF to mobilize various 
precursor populations of DCs. One 
should also develop methods to control 
DC mobiIi7^tion, migration and matu- 
ration. In sum, DCs are allowing sci- 
entists to overcome a longstanding 
obstacle to research in immunology by 
extending the playing Held beyond 
antigens to immunogcns and beyond 
models to pathogens that cause dis- 
ease. 
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abstract Cytotoxic lymphocyte maturation factor 
(CLMF) is a dlsnlfide-bonded heterodimerlc lymphokloe that 
(0 acts as a growth factor for activated T cells independent of 
interieokin 2 and (ii) synergizes with soboptimal concentra- 
tions of interleukin 2 to induce lympbokine-activated kiUer 
cells. We DOW report the cloning and expression of both human 
CLMF subunit cDNAs from a lymphoblastoid B-ceU Iine» 
NC-37. The two subunits represent two distinct and unrelated 
gene products whose mRNAs are coordhiately induced upon 
activation of NC-37 cdls. Coexpression of the two subunit 
cDNAs in COS cells is necessary for the secretion of biotogteally 
active CLMF; COS cells transfected with either subunit cDNA 
alone do not secrete bioactive CLMF. Recombinant CLMF 
expressed in mammalian cells displays biologic activities es- 
sentially identical to natural CLMF, and its activities can be 
neutralized by monoclonal antibodies prepared against natural 
CLMF* Since this heterodimeric protein displays the properties 
of an interleuldn, we propose that CLMF be given the desig- 
nation Interleukin 12. 



The molecular cloning and expression of recombinant cyto- 
kines has made possible both significant advances in our 
understanding of the molecular basis of immune responses 
and the development of new approaches to the treatment of 
disease states. As an example, recombinant interleukin 2 
(recombinant IL-2) has been shown to be capable of causing 
regression of established tumors in both experimental ani- 
mals (1) and in man (2); however, its clinical use has been 
associated with significant toxicity (2). One potential ap- 
proach to improving the therapeutic utility of recombinant 
cytokines is to use them in combination (3, 4). With this 
concept in mind, we initiated a search for novel cytokines 
that would synergize with suboptimal concentrations of re- 
combinant IL-2 to activate cytotoxic lymphocytes in vitro 
and thus might have synergistic immunoenhancing effects 
when administered together with recombinant IL-2 in vivo. 
This led to the identification of a factor, designated cytotoxic 
lymphocyte maturation factor (CLMF), that synergized with 
recombinant IL-2 to facilitate the generation of both cytolytic 
T lymphocytes (CTLs) and lymphokine-activaled killer 
(LAK) cells in vitro (5, 6). CLMF was subsequently purified 
to homogeneity from a human lymphoblastoid B-cell line 
(NC-37) and was shown to be a 75-kDa disulfide-bonded 
heterodimer composed of two subunits with molecular 
masses of 40 kDa and 35 kDa (7)^ We now report the 
molecular cloning and expression of CLMF. 
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MATERIALS AND METHODS 

cDNA Cloning. A subline of NC-37 cells selected for its 
ability to produce high levels of CLMF (7), NC-37.98, was 
induced with phorboi 12-myristate 13-acetate (PMA) and 
calcium ionopbore A23187 for 16 hr. PoIy(A)^ RNA was 
isolated, and random hexamer-primed cDNA libraries were 
established in phage AgtlO by standard procedures. Mixed- 
primer polymerase chain reaction (PCR) using controlled 
ramp times (8) was performed as follows. PCR primers 
contained all possible codons and were 14 or 15 nucleotides 
long (Fig. 1) with a 5' extension of 9 nucleotides containing 
an EcoKl site for subcloning. Degeneracies varied from 1 in 
32 to 1 in 4096; 0.5-4 pmol per permutation of forward and 
reverse primer was used in a 50- to 100-^1 PCR mixture with 
40 ng of cDNA made from NC-37.98 cells that had been 
activated by culture with 10 ng of PMA and 25 ng of calcium 
ionophore A23187 per mi for 16 hr (40-kDa subunit) or with 
3 ;tg of human genomic DNA (35-kDa subunit). PCR cycling 
parameters were as follows. Initial denaturation was at 95°C 
for 7 min. Low-stringency annealing was. performed by 
cooling to 3T'C over 2 min, incubating 2 min at 37*C, heating 
to 72*'C over 2.5 min, extending at 72'C for 1.5 min, heating 
to 95''C over 1 min, and denaturing at 9yC for 1 min. This 
cycle was repeated once. Thirty standard cycles (40-kDa 
subunit) or 40 standard cycles (35-kDa subunit) were per- 
formed as follows: 95*C for 1 min. 55*'C for 2 min. and 72**C 
for 2 min. Final extension was at 72*C for 10 min. **AmpIi- 
cons'* of the expected size were gcl-purified, subcloned, and 
sequenced. The 40-icDa subunit cDNAs were isolated by 
hybridizing the 54-mer amplicon in 5x SSC (Ix SSC = 0.15 
M NaCI/0.015 M sodium citrate, pH 7) containing 20% 
formamide at 37X1 overnight. Filters were washed in 2x SSC 
at 42X for 30 min and exposed to x-ray film. The 35-kDa 
subunit cDNAs were isolated by hybridizing the 51-mer 
amplicon in 5x SSC/20% formamide at 3T'C overnight. The 
filters were washed in 2 x SSC at 40**C for 30 min and exposed 
to x-ray film. Positive clones were plaque-purified, their 
inserts were, subcloned into the pBluescnpt plasmid, and 
their sequences were determined by using Sequenase. 

Expression. cDNAs were separately engineered for expres- 
sion in vectors containing the simian virus 40 early promotbr 
essentially as described (9). COS cells were transfected with 
both CLMF subunit expression plasmids mixed together or 



Abbreviations: CLMF, cytotoxic lymphocyte maturadon factor; 
rCLMF and nCLMF, recombinant and natural CLMFs; CTL, cy- 
tolytic T lymphocyte; IL, Interleukin; LAK, lymphokine-activated 
killer, PHA, phytohemaggiutinin; PMA, phorboi 12-myri8tale 13- 
acctatc; n, natural; PCR, polymerase chain reaction, 
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^e cDNA sequences reported in this p^cr have been deposited in 

the Ocnbank data base laccession nos. M38443 (35-kDa CLMF 

subunit) and M38444 (40-kDa CLMF subunit)]. 
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1 MCPARSLLLV ATLVLLDHLS LARNLPVATP DPGMFPCLHH SQNLLRAVSN 

51 MLQKARQTLE FYPCTSEEID HEDITKDKTS TVEACLPLEL TKNESCLNSR 

101 ETSFITNGSC LASRKTSFKM ALCLSSIYED UCMYQVEFKT MNAKLLM0PK 

151 RQIFLDQNML AVIDELMQAL NFNSETVPQK SSLEEPDFYK TKIKLCILUi 

201 AFRIRAVTID RVTSYLNAS 
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51 DTPEEDGITW 
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201 AAEESLPIEV 

251 QVEVSWEYPD 
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YWELDWYPD 
EFGDAGQ^C 
CEAKNYSGRF 
RGDNKEYEYS 
DIIKPDPPKN 
SKREKKDRVF 



APGEMWLTC 
HKGGEVLSHS 
TCWWLTTIST 
VECQEDSACP 
LQUCPLKNSR 
TDKTSATVIC 



Fig. 1. Amino acid sequences of the 35-kDa (Upper) and 4a.kDa (Lower) CLMF subunits as deduced from the respective cDN As and shown 
in singlc-Iclter code. Signal peptides arc overlined, cysteine residues are marked by a caret, and N-linked gIycosy!ation sites (NXS. NXT, where 
X is another amino acid) are underlined. The peptide sequences used to generate PGR probes are overlined with arrows indicating the direction 
of amplification. 



with each one separately by the DEAE-dextran method. 
Twenty-four hours after transfection, the scrum-containing 
medium was replaced with medium containing 1% Nutri- 
doma-SP (Boehringer Mannheim), and supernatant fluids 
were collected from the cultures after 40 hr . These fluids were 
stored at i^C until tested in the bioassays. 

General Methods. Standard moJecuIar biological proce- 
dures were used as described (10). CLMF bioassays were 
performed as detailed (7), 

Computer Searches. The National Biomedical Research 
Foundation protein data base (Release 26.0) as well as the 
Genbank and European Molecular Biology Laboratory da- 
tabases (Releases 65.0 and 24.0, respectively) were searched 
for sequences homologous to CLMF cDNAs. The two sub* 
unit sequences were compared to each other using the align 
program (mutation data matrix, break penalty of 6; see ref. 
11). 

RESULTS 

Partial N-tenminal amino acid sequences of the two CLMF 
subunits (7) were used to generate completely defmed 51- to 
54-base-pair (bp)-long oligonucleotide probes by means of 
mixed primer PCR. These probes were used to screen cDNA 
libraries made from RNA ftx)m activated NC-37.98 cells» and 
cDNAs encoding the two subunits were isolated and char- 
acterized. Both cDNAs encode secreted proteins with a 
classical hydrophobic N-terminal signal peptide immediately 
followed by the N terminus of the mature protein as deter- 
mined by protein sequencing (7). Two independent cDNA 
clones for the 40*kDa subunit were shown to be identical. 
Both encode the mature 40-kDa subunit that is composed of 
306 amino acids (calculated Mr = 34,699) and contains 10 
cysteine residues and four potential N-linked glycosylation 
sites (Fig. 1). Two of these sites are within isolated tryptic 
peptides derived from the purified 40-kDa CLMF subunit 
protein. Amino acid sequence analysis has shown that Asn- 



222 is glycosylated, whereas Asn-125 is not (Fig. 1; F. 
Podlaski, persona! communication). The mature 35-kDa sub- 
unit is composed of 197 amino acids (calculated Mr = 22,513), 
with 7 cysteine residues and three potential N-linked glyco- 
sylation sites (Fig. 1). When purified CXMF is reduced with 
2-mercaptoethanol and analyzed by SDS/PAGE. the 35-kDa 
subunit.appears to be heterogeneous, suggesting that it may 
be heavily glycosylated (7). Two variants of 35-kDa subunit- 
encoding cDNAs were isolated. The first type had the 
sequence shown in Fig. 1. Additional isolates contained what 
is probably an allelic variation, replacing Thr-213 with a 
methionine residue. 

Computer searches of sequence databases showed that the 
amino acid sequences of the two subunits are not related to 
any known protein. The subunit sequences are also not 
related to each other, since a comparison using the align 
program (11) gave a score of 1.27; only scores >3 are 
considered to indicate significant evolutionary relationship 
(12). The genes encoding the subunits appear to be unique, 
since low- and high-stringency hybridizations of genomic 
blots revealed identical bzmding patterns (data not shown). 
RNA blots showed the size of the 40-kDa subunit mRNA to 
be 2.4 kb, whereas the 35TkDa subunit was encoded by a 
L4-kb transcript (Fig. 2). Expression of the two mRNAs 
encoding the subunits was coordinately regulated upon in- 
duction (Fig. 2). When NC-37.98 cells were activated with 
PMA and calcium ionophore for 72 hr, mRNA encoding each 
of the CLMF subunits was minimally detectable at 6 hr after 
the beginning of induction but was readily detected at 24 hr 
and continued to accumulate until maximal levels were 
reached at 72 hr (normalized to GAPDH mRNA levels; see 
the legend to Fig. 2), In contrast, the mRNA for IL-2 in 
activated NC-37.98 cells was already at high levels at 6 hr and 
subsequendy decreased, whereas the mRNAs for the low- 
affmity IL-2 receptor (p55) followed the induction pattern 
seen for the CLMF subunits. Scantling of RNA blots also 
revealed that steady-state mRNA levels for the 40-kDa 
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Fio. 2. RNA blots showidg the coordinate induction of the 
35-kDa {A) and 40-kDa {B) CLMF subunit mRN As and IL^2 mRNA 
(C) and its p55 receptor rnRNA (£)). Poly(A)+ RNA (5 /ig) fro*" 
NC-37.98 cells activated with 10 ng of PMA and 25 ng of calcium 
ionophore A23187 per ml were loaded in each lane. Lanes from left 
to right in each panel show RNAs isolated 6, 24, 30, 48, and 72 hr after 
induction, respectively. {Upper) Four-day exposures. iXjower) Two- 
hour exposure of the same blots after stripping and rehybridization 
with a GAPDH probe. Marker sizes are in kb (BRL RNA ladder). 

CLMF subunit were sevcralfold higher than those for the 
35-kDa subunit expressed by the same cells. This finding 
parallels the observation that activated N037 ceils secrete 
excess free 40-kDa subunit protein (7). The 3' untranslated 
sequences of both CLMF subunit mRN As contain several 
copies of the octamer motif TTATTTAT (data not shown). 
This sequence as present in other transiently expressed 
mRN As and is involved in regulating niRNA stability (13). 

Coexpression of the 40-kDa and 35-kDa CLMF subunit 
cDNAs in COS cells was required to generate secreted 
biologically active CLMF (Table 1 and Fig. 3). COS ceils 
transfected with cDNA encoding either the 40-kDa subunit 
alone or the 35-kDa subunit alone did not secrete biologically 
active CLMF (Table 1). Mixing media conditioned by COS 



cells that had been separately transfected with one or the 
other of the two CLMF subunit cDNAs also did not give rise 
to bioactive CLMF (Table 1). 

Two types of assays were used to compare rCLMF and 
nCLMF. The first assay measures the proliferation of phy- 
tohemagglutinin (PHA)-activated human peripheral blood 
lymphocytes, whereas the second assay evaluates the syn- 
ergy between CLMF and suboptimal concentrations of IL-2 
in the generation of LAK cells in hydrocorttsone-containing 
cultures (7). The data in Fig. 3 show that rCLMF as expressed 
in COS cells and nCLMF as purified from NC-37 cells are 
essentially identical., Dose-response curves for rCLMF and 
nCLMF were superimposable in each of the two assays, and 
rCLMF was neutralized by a monoclonal antibody raised 
against nCLMF. Conditioned media from cultures of mock- 
transfected COS cells displayed no activity in these assays 
(Table 1 and data not shown). 

DISCUSSION 

In a previous report (7), we described the purification of a 
heterodimeric cytokine, CLMF, that synergized with low 
amounU of IL-2 to cause the generation of LAK cells in the 
presence of hydrocortisone and stimulated the proliferation 
of activated T ceils independent of IL-2. In the present 
report, we have used the N-terminal amino acid sequence 
information previously obtained to clone the two subunit 
cDNAs of CLMF. Protein purification of NC-37 cell line- 
derived CLMF had shown that the protein was composed of 
two disulfide-bonded subunits with different N-terminal 
amino acid sequences (7). However, it was not clear from our 
previous results whether the two subunits were processed 
from one conunon gene product and whether proteolytic 
posttranslationaJ processing other than signal peptide cleav- 
age was occurring. The molecular cloning and sequencing of 



Table 1. Cocxprcssron of both CLMF subunit cDNAs is required for secretion of biologically 

active CLMF by COS cells ' 

pHIThymidbc 
incorporated by 
PHA-activated 
Cone, lymphoblasts, mean 

Addition units/ml Dilution cpm ± 1 SEM 



Cytokine* 












None 






11,744 


± 


514 


nCLMF 


200 




68,848 


4 


878 


nCLMF 


40 




48,827 


± 


605 


nCLMF 


8 




26,828 


± 


594 


nCLMF 


1.6 




17,^1 




196 


Culture fluid from COS cells transfected with 












A. 35-kDa CLMF subunit cDNA 




1:20 


11.912 




660 






1:100 


10,876 


± 


232 


B. 40-kDa CLMF subunit cDNA 




1:20 


11,699 




931 






1:100 


11,666 




469 


C. 35-kDa + 40-kDa CLMF subunit cDNAs 




1:20 


58,613 


:t 


587 






1:100 


38,361 


■± 


828 


1:1 mbi of culture fluids A and B 




1:10*^ 


11.544 




483 






1:50 


10,503 


± 


259 


CM from mock-transfected control^ 




1:20 


11,503 




286 






1:100 


10,751 




303 



PHA-activated lymphoblasts were prepared from human peripheral blood mononuclear cells as 
described (7). LymphoUast proliferation was measured in a 48-hr assay (7) in which 2 x 10* 
lymphoblasts were incubated in 100-^1 cultures containing the indicated amounts of natural CLMF 
(nCLMF) or COS cell culture fluids, PHlThymidinc was added to each culture 18 hr prior to harvest. 
Cone, concentration. 
♦nCLMF is purified NC-37-derivcd CLMF, 

'^1:10 dilution of the 1:1 mixture of culture fluids A and B was equivalent to a 1:20 fmal dilution of each 
of the individual culture fluids, 

Conditioned medium (CM) from cultures of mock transfected COS cells. 
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Fig. 3. Comparison of biologic activities of nCLMF (circles) and 
recombinant CLMF (rCLMF. squares). nCLMF was purified from 
NC-37 ccU-conditioncd media; iCLMF was purified from conditioned 
media from cultures of COS cells transfccted with cDN As encoding the 
40-kDa and 35-kDa human CLMF subunits. {Upper) T<ell growth 
factor assay. The ability of CLMF to stimulate the proliferation of 
human PHA-activated lymphoblasts in 48-hr cultures was assayed as 
described (7). CLMF preparations were mixed with neutralizing rat 
monoclonal anti-hMman CLMF antibody 4A1 (rcf 7; open symbols) or 
with nonnai rat IgG (Sigma; rig, closed sy mbob) at a final concentration 
of 20 >ig of IgG/ml and were incubated for 30 min at rrc prior to 
addition of PHA blasts. All values are means of triplicate determina- 
tions. {Lower) LAK ceB induction assay. TT>e ability of CLMF, alone 
or in combination with recombinant IL-2, to induce the generation of 
LAK cells in 4-day cultures was assessed as described (7), Low-density 
peripheral blood lymphocytes were incubated in the presence of various 
amounts ofnCLMF or rCLMF with (dosed symbols) or without (open 
symbols) recombinant IL-2 at 7.5 onits/ml. Units of CLMF activity 
were based on previous titrations in the T-cell growth factor assay. 
Hydrocortisone sodium succinate (Sigma) was included at a conceo- 
iratioo of 0.1 mM to minimize triggering of endogenous cytokine 
cascades. Lysis of ^*Cr-labeled Daudi cells was assessed at an effector/ 
la/gct ratio of 5:1. The data shown represent the means cS quadruplicate 
dctcrminaUons. The spontaneous ^'Cr release was 20%. 
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the corresponding cDN As now has demonstrated that there 
is no common precursor for the two CLMF subunits; rather, 
they are encoded by completely different genes. The pre- 
dicted and actual amino acid composition for the two sub- 
imits are strikingly similar; differences in predicted versus 
actual molecular weights are accounted for by glycosylation 
(F. Podlaski, personal communication). Thus, the only major 
posttranslational proteolytic event that appears to take place 
in the maturation of the CLMF subunits is signal peptide 
cleavage. 

The kinetics of expression of the individual CLMF subunit 
mRNAs were examined and compared to the expression of 
mRN As for IL-2 and the IL-2 receptor p55. Previously it had 
been observed that NC-37 cells, like certain murine (14) and 
marmoset (15) B-cell lines, secreted IL-2 when activated 
(M.K.G., unpublished results). RNA blots demonstrated that 
upon activation of NC-37 cells, both CLMF subunit mRNAs 
were codrdinately induced with kinetics similar to the IL-2 
receptor (p55) mRNAs. On the other hand, IL-2 mRN A 
levels peaked much earlier. Similar differences in induction 
kinetics were also seen at the level of IL*2 and CLMF 
bioactivity secreted from NC-37 cells (M.K.G.. unpublished 
data). These kinetic differences are consistent with our 
previous observation that in a cytolytic lymphocyte re- 
sponse, IL-2 appears to act earlier than CLMF (5). 

Tiansfection studies with COS cells established that only 
coexpression of both subunit cDNAs gives rise to secreted 
bioactive CXMF. Thus, it appears that the two proteins have 
to interact within the endoplasmic reticulum to assemble 
properiy into bioactive secreted CLMF. By comparing the 
activity of rCLMF to that of nCLMF in the T-cell growth 
factor and LAK cell induction assays (Fig. 3) and assuming 
that the specific activity of rCLMF is similar to thai of 
nCLMF (8 x 10^ units/mg (7)]. we estimate that the amount 
of rCLMF heterodimer produced in these experiments was 
5-50 ng/ml. The finding that COS cells, which are fibroblast- 
like ceils, are able to assemble correctly the two CLMF 
subunits to form bioactive CLMF indicates that this secretion 
and processing pattern is not limited to cells of the lymphoid 
lineage. 

Western blot analysis using an anti-CLMF antibody spe- 
cific for the 40-kDa subunit has allowed confirmation that (0 
COS cells transfected with both CLMF subunit cDNAs 
secrete d-MF with the expected heterodimeric structure and 
(k) cos cells transfeaed with the 4a-kDa subunit cDNA 
alone secrete that subunit (F. Podlaski. personal communi- 
cation). Since no bioactivity was detected in media condi- 
tioned by COS cells transfected with only the 40-kDa subunit, 
that subunit by itself appears either to have a much reduced 
specific activity compared with heterodimeric CLMF or to be 
completely inactive. 

Because of the lack of a high-affinity antibody specific for 
the 35-kDa subunit, we. have not yet been able to determine 
definitively whether COS cells transfected with only the 
35-kDa subunit cDNA secrete that subunit. Since no bioac- 
tivity was detected in the media, secretion of a bioactive 
35-kDa subunit by itself could be very inefficient; alterna- 
tively, similar to the 40-kDa subunit, the protein could be 
much less active or inactive altogether. Intracellular 35-kDa 
protein in the absence of the other subunit could be inherently 
unstable; there is precedence for this phenomenon, since it 
has been reported that 90% of the /3 chains of lutropin (LH), 
when expressed in the absence crf'a chains, are retained in the 
endoplasmic reticulum and are slowly degraded (16). Simple 
mixing of media conditioned by COS cells transfected sep- 
arately with either one of the two CLMF subunit cDNAs did 
not yield bioactive CLMF. One possible explanation would 
be that the cells do not secrete the 35-kDa CLMF subunit by 
itself. More likely, our experimental conditions did not allow 
proper heterodimer formation. One would expect that only 
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carefully controlled renaturation and oxidation conditions 
would allow the disulfide bond formation required for gen- 
eration of bioactive CLMF. 

Normal human peripheral blood lymphocytes under the 
appropriate induction conditions produce both CLMF sub- 
unit mRNAs and secrete the active protein (N.N. and 
M.K.G., unpublished data). There is some evidence suggest- 
ing that CLMF is produced predominantly by B cells. In 
preliminary experiments, B-cell mitogens have appeared to 
be more effective than T-cell mitogens in eliciting CLMF 
production from peripheral blood lymphocytes (M.K.G., 
unpublished results). When screening human cell lines for 
their ability to produce CLMF activity (7). we observed that 
four of eight B-cell lines tested produced CLMF after acti- 
vation with PMA and calcium ionophore, whereas none of 
five T-ccll lines produced CLMF. Nevertheless, three of 
these T-cell lines secreted large amounts of IL-2 and tumor 
necrosis factor activity after activation (M.K.G., unpub- 
lished results). Likewise, natural killer cell stimulatory factor 
(NKSF). a hetcrodimeric cytokine similar or identical to 
CLMF. was isolated from RPMI 8866 lymphoblastoid B cells 
(17). A recent report (18) has indicated that B lymphocytes 
can secrete a cytokine(s) distinct from IL-2 that facilitates 
virus-specific cytolytic T-lymphocyte responses. It is possi- 
ble that CLMF may have been the cytokine active in those 
studies. Thus, although B lymphocytes have not traditionally 
been viewed as cytokine-producing helper cells, it is con- 
ceivable that CLMF production constitutes a novel mecha- 
nism whereby B lymphocytes contribute to the amplification 
of T-Iymphocyte responses. In addition to the biologic ac- 
tivities described in this report. CLMF by itself has been 
shown (0 to activate NK cells in an 18-22 hr assay, (/7) to 
facilitate the generation of specific allogeneic CTL re- 
sponses, and (m) to stimulate the secretion of y interferon by 
resting peripheral blood lymphocytes (M.K.G., unpublished 
results). It can also synergize with low concentrations of 
recombinant JL-2 in the latter two assays and in causing the 
proliferation of resting peripheral blood lymphocytes. In 
view of its production by peripheral blood lymphocytes and 
its diverse actions on lymphoid cells, it appears that CLMF 
constitutes a new inlerleukin. We propose that CLMF be 
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given the provisional designation IL-12. The availability of 
recombinant CLMF will now make possible a ^broader and 
more detailed characterization of its biology. 
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Immunization Witli Melan-A Peptide-Pulsed Peripheral Blood 
Mononuclear Cells Plus Recombinant Human Interleukin-12 
Induces Clinical Activity and T-Cell Responses in 

Advanced Melanoma 



By Amy C Peterson, Helena Harlin, and Tliomas F. Gajewski 



Purpose : Preclinkol studies showed that immunizafion 
with peripheral blood mononuclear cells (PBMC) loaded 
with tumor antigen peptides plus interleukln-12 (IL* 12) In- 
duced CD8^ T-cell responses ond tumor rejection. We re- 
cently determined that recombinant human (rli) IL-12 at 30 
to 1 00 ng/kg is effective as o vaccine adjuvant in patients. A 
phase II of immunizotion with Melan-A pepttde- 

pulsed PDMC + rhIL-12 was conducted In 20 patients with 
advanced melanoma. 

PaHenfs and Methodsi Patients were HlA-A2-positive 
and hod documented Meion-A expression* immunization 
was performed every 3 weeks with clinical re-evaluotion 
every three cycles. Immune responses were measured by 
EUSpot assay before and after treatment ond through the 
first three cycles, ond were correloted with clinical outcome. 

Results : Most pottents had received prior therapy and had 
visceral metostoses. Nonetheless/ two patients ochleved a 



complete response/ five patients ochieved a minor or mixed 
response, and four patients had stable disease. Ihe mecDon 
survival was 12.25 mcmths for oil potients and vias not yet 
reached for those v^ a normal lactate dehydrogenase. Ihere 
were no grode 3 or 4 toxicities. Measurement of specific CDB^ 
T-<ell responses by cSrect ex vivo fUSpc^ revealed a s^nHicont 
increase in interferon gamma-producing T cells against 
Melon*A (P = .015) after voccinotion/ but not ogainst on 
j^xstdn-Borr virus control peptide (P = .86). There was a 
correkrtion between the magnitude of the Inoeose in Mekin* 
A-specific cells and clinical response (P - .046). 

Contusion : This immunization approach may be more 
straightforward than dendritic cell strategies and seems 
to hcrve clinical activity that can be correlated to o biologic 
end point. 

J Cfm Oncol ^t:^342'2S48. o 2003 by Amencan 
Satiety of Clinical Oncology, 



MOST MELANOMA tumors express antigens ttiat can be 
recognized by CDS**" T cells.^*^ Nonetheless, tumors 
frequently escape immune destruction, either from a failure to 
generate an optimal tumor antigen-specific T-cell response or 
from development of resistance to the T-cell response induced 
One strategy to overcome the former hurdle is through active 
immuniiation, the opportunity for which has been facilitated by 
the molecular definition of melanoma antigens.^ Specific CDS"*" 
T ceUs that are properly activated can home to tumor sites and 
kill tumor cells, to die extent to which tiiey can overcome 
negative immunoregulatoiy pathways and tumor resistance,'* 

The optima] immtmization strategy for inducing tumor 
antigen-specific CDS"^ effector T cells in humans remains 
undefined. However, antigen-presenting ceJl-based strategics 
have shown promise. Both monocyte-derived^'* and bone mar- 
row-derived^ dendritic cells (DCs) have been loaded with 
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melanoma tumor antigens and administered in the advanced- 
disease setting, with evidence for inununization and tumor 
regression in subsets of patients. However, DCs are cumbersome 
to generate and alternative approaches tiiat are more straightfor- 
ward yet equally as effective would be usefijl. One cofactor 
produced by DCs that contributes to their efficacy is interleu- 
kin-12 (IL-12), which facilitates the induction of interferon 
gamma (IFN-7>-producing cytolytic effector cells.*"*** Endoge- 
nous IL-12 seems necessary for opdmal rejection of immimo- 
genic murine tumors'*''^ and provision of exogenous IL-12i 
either alone" or combined with tumor antigen-based vac- 
cines, ^"^'^ can induce rejection of pre-established tumors in 
murine models. We previously have shown that coadministration 
of IL-12 with peripheral blood mononuclear cells (PBMCs) 
loaded witfi tumor antigen peptides induced specific cytolytic 
T-lymphocyte responses and tumor protection in mice, circnam- 
venting tfie need to generate dendritic ceUs.^° The ease by which 
PBMC can be isolated from patients has made this an attractive 
approach for clinical translation. We recently conducted a phase 
I clinical study to determine the dose of recombinant human (rh) 
IL-12 necessary to induce T-cell responses in combination with 
antigen-loaded PBMCs, and found that doses fix)m 30 to 100 
ng/kg administered subcutaneously (sc) at the vaccine site were 
optimal and well tolerated.^' The effective range of doses 
indicated that a straight dose of 4 iig might be used. 

In this article, we describe results of a phase II clinical study 
of immunization with Melan- A/MART- 1 ^ peptide-pulsed autol- 
ogous PBMCs + rhIL-12 in HLA-A2-positive patients with 
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MEIAN-A + 11-12 VACQNE FOR MEIANOMA 

advanced melanoma, immune responses were analyzed using a 
dLrect ex vivo ELISpot assay. We show that this vaccine 
approach had clinical activity and that the magnitude of in- 
creased T-cell response correlated with clinical outcome. 

PATIENTS AND METHODS 

Patient Enrollment and Eligibility 

This was an open-label, nonrandomized, single-tnstitution study of 
Melan-A peptide-pulsed autologous PBMCs + rhU>-12 * The protocol was 
approved by the University of Chicago Institutional Review Board and all 
patients signed written informed coi\$ent. Patients who were boA HLA-A2- 
positive and showed Metan-A tumor expression by reveisc transcriptase 
polymerase chain reaction (RT-PCR) were considered for inclusion. Addi- 
tional inclusion criteria were life expectancy ntorc than 12 weeks, Kamo&ky 
performance status 2:70, and adequate hematopoietic, renal, and hepatic 
function. Delayed-type hypersensitivity (DTH) skin testing was performed 
against mumps. Candida, and Ttichc^hysin^ not for eligibility but to correlate 
subsequently with clinical outcome and immunization potential. Patients 
wax excluded if they had severe cardiovascular disease or arrhythmia, were 
ptegtiant or nursing, had biologic dierapy received within 4 weeks, tested 
positive for hepatitis B surfac? antigen or human immunodeficiency virus 
(HIV), had clinically significant autoimmune disease or any illness requiring 
immunosuppressive thenqjy, had a psychiatric illness that would interfere 
with patient compliance and informed consent, had active gastrointestinal 
bleeding or uncontrolled peptic ulcer disease^ or had uncontrolled brain 
metastases. Patients with treated brain metastases who were clinically and 
radiographically stable and did not require corticosteroids were allowed to 
enter onto the trial. 

Patient Characteristics 

Twenty patients with metastatic melanoma were enrolled after giving 
written informed consent. Patient characteristics are outlined in Table 1. AH 
patients had advanced disease; the majority had at least diree sites of 
metastasis, 60% of which were visceral (ie, noncutaneous and noopulmonary 
metastases). Approximately two thirds of the patients had received prior 
therapy, and 10 patients had an elevated lactate dehydrogenase (LDH) level; 
which is an important negative prognostic factor.^ Only 45% were positive 
for at least one recall antigen (mumps, Candida^ or Trichophytin) by DTH 
skin testing. 

RT'PCR Analysis 

RNA was isolated from fresh tumor cells using guanidine and cesium 
chlonde. cDNA was synthesized and PGR was performed for Melan-A 
and beta-actin using the primer pairs and reaction conditions described 
previously.^* Control reactions without reverse transcriptase were per- 
formed to rule out a contribution of genomic DNA. ?CR products were 
visualized using a 1 .5% ethidium bromide-stained agarose gel. No formal 
quantitation was performed. 

Vaccine Preparation 

Therapy consisted initially of three 2 1 -day cycles. Vaccmations were 
given ori the first day of each cycle and rhIL-12 was administered subcuta- 
neously on days I, 3, and 5. Aj^rbximately KM) to 150 mL of peripheral 
blood fiom patients was collected on day I of each cycle into beparinized 
60-mL syringes using sterile . technique. PBMCs were isolated over a 
Lymphoprep gradient (Lymphoprep; Axis-Shield PoC, Oslo, Norway), 
counted, washed, and resuspended in Dulbccco*s phosphate-buffered saline 
(DPBS)ai40X 10*ceIt5/mL. AtleastlOX lO^cells from each sample were 
cryopreserved to prepare CDS* and CD8~ fractions for subsequent correl- 
ative immunologic studies. The Mclan-AjT^^ peptide (AAGIGILTV) was 
produced according to good manufacturing practice standards by Multiple 
Peptide Systems (San Diego, OA) and provided in lyophilized vials. Aliquots 
of peptide were prepared at 5 mmol/L in dimethyl sulfoxide and stored at 
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Toble 1 , PoHent Choroderisftcs 



Menb (n - 20) 



Pafieni ChorocterisKc 


No. 
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Age^yeorj 








Median 




58 
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3579 
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Mde 


9 




45 


Femole 


} } 




55 


Kanwhky performance stohjs (ECOG] 








90%- 100% (0) 


10 






70%-8Ca(1) 


9 




45 


60%-7Q% [2] 


} 






No. of metodatic sties 
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2 




10 


2 




None 




&3 


18 




90 


LoociHon of metostoses 








Vbceral 


13 




65 


Brain [traoted} 


4 




*v 


Pnor therapy 










6 






ChsmolAierapf or iniiTtunolher^y 


7 




35 


As only prbr therapy 


5 




25 


CKemofheropy 


1 




5 


As only prior therapy 


1 




5 


Immunofheropy 


4 




20 


As only prior therapy 


1 




5 


Other* 


2 




10 


A$ only prior therapy 




None 




Adjuvont (FN-a 


5 




25 


As only prbr therapy 


3 




15 


Ele^LDH 


10 




50 


OTH recall posi^ 


9 




45 



Abbrenofions: ECOG, Eastern Cooperotiva Oncology Group; iFN-a, interferon 
olla-2b; U3H, loctate deKydragenose; DTH, deloyed-type hypersensitivity. 

•Experimental therapy other ihon a melanoma vacdne, immunomodulatory 
cytoldne^ or chemotherapy. 



-80*C for up to 3 months. Peptide preparations were quality controlled for 
HLA-A2 binding, sterility, and identity by high-perfonnance liquid chroma- 
tography and mass spectrometry. An aliquot of peptide was diluted to 20 
fimoVt in DPBS attd mixed with an equal volume of patient PBMCs (final 
peptide concentration, 10 fimoUL; target number of PBMCs, 10*) followed 
by incubation at 37*C for 1 hour in 10 mL DPBS. The cells were then 
irradiated (20 Gy), washed in DPBS. and resuspended in I mL DPBS. The 
suspension of peptide-loaded PBMCs was injected sc using a 1-mL syringe 
and a 21 -gauge needle, divided evenly into two sites. Preferred sites were 
those near draining lymph node basins but not near a tumor mass. The actual 
number of PBMCs administered per vaccine ranged from 78 to 100 X 10*. 

tfiIL-12 was provided by Genetics Institute (Cambridge, MA) as a 
lyophilized powder of 10 ftg under vacuum. Each vial was intended for 
single use only and was stored as a powder in our research pharmacy at 2 to 
8*'C until reconstituted wiUi sterile water for injection. Once reconstimted^ 
rhIL-12 was loaded into 3-mL syringes and used within 4 hours. ML^ll (4 
fig) was administered sc with a 25-gauge needle just after pulsed PBMC 
inoculation and immediately adjacent to one of die two immunization sites 
on days I, 3, and 5. The sanie approximate location was used for each 
iiyection of pcptide-pulscd PBMCs and rbIL- 12 for each cycle. 

Toxicity Assessment and Criteria for Clinical Response 

Toxicities were determined using the National Cancer Institute common 
toxicity criteria scale version 2.0. A complete response (CR) was assigned if 
there was disappearance of all lesions without the appearance of any new 
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lesions; a paitial response (PR) was defined as ^ 50% reduction in total 
tumor vohime; a minor response (MR) was defined as less than 50% 
reduction in total tumor vol\imc; progressive disease (PD) was assigned if 
new lesions appeared, any tomor reappeared, or if a 25% increase in tumor 
area was observed; a mixed response was assigned if at least one tumor 
decreased in size with other or new tumors growing; stable disease (SD) was 
anything that did not fit the aforementioned criteria. When possible, 
cutaneous lesions were photographed. 

CD8^ T'Cell Preparation 

CDS"*" and CDS" fractions from PBMC were isolated at the time of 
preparation of each vaccine znd ctyopreserved until analysis in batdi 
fashion. CDS'*' T lymphocytes were isolated by positive selection using CDS 
mictobeads and. magnetic, columns (MACS system; Miltenyi Biotech, 
Auburn, CA). The unbound CDS" firaction was ctyopreserved for nse as 
antigen-presenting cells for in vitro expansion of specific CDS* T cells. 
Although die primary ELISpot analysis was performed directly with thawed 
celts, a secondary assay was carried out after in vitro expansion. For in 
vitro expansion, CDS" cells were thawed fiom eadi time point and pooled, 
pulsed with 50 fonot/L Metan-A peptide in serum-free lscove*s modified 
Dulbccco*$ medium (IMDM) with betaj-microglobulin, irradiated (3,000 
rad), washed, and plated at 2 X 10^ ceOsAvell in 24-well plates. CDS'*" T cells 
were thawed and cultured with the tnadiated CDS~ cells at 4 X 10^ cellsAveD 
in IMDM medium containing 10% human AB senim. After 5 days, the cells 
were collected and plated with a new bati^ of Melan-A-pulsed irradiated CDS" 
cells. Afier an additional 5 days die cells were collected and tested 

ELISpot Assays 

Briefly, 96-weII membrane bottomed plates (MAHA $4510; Millipore, 
Bedford, MA) were coated with 15 /Ag/mL of antihuman TFN-y antibody 
(Mabtech, Cincinnati, OH) tn PBS. The plates were washed and CDS* T 
cells, either freshly thawed at 5 X 10* cells/well or after in vitro expansion 
at 5 X 10^ cells/well, were plated in tripjicate in IMDM medium with 10% 
human AB serum. T2 cells (transporter associated with antigen processmg- 
deficient cell line, American Type Culture Collection no. CRI 1992) were 
pulsed for 1 hour at 37''C with 50 /Jtmol/L peptide (cither derived from HIV 
[ILKEPVHGV], Epstein-Barr virus [EBV; GLCTLVAML], or Melan-A 
{AAGIGILTV]), washed, and plated at a 5*to-l ratio to the T cells. A 
replicate of CDS* T cells was stimulated with PMA (phorbol 12Hnyristate 
13-acetate) (50 hg/mL) + ionorhycin (0.5 /ig/mL) as a positive control. After 
24 hours, the cells were removed by washing with PBS + 0.05% Tween 
(wash buffer), and biotmyiated antihuman IFN- y antibody was added in PBS 
+ 0J5% fetal calf serum. The plates were incubated for 2 to 4 hours at room 
temperature;, washed, and streptavidin-ancaltne phosphatase was added for 1 
hour at room temperature. The plates were then washed, BCIP-NBT 
(5-bromo-4-chIoro-3-indolyl phosphate/nitro-blue tetrazolium) was added, 
and the plates were finally washed with water and allowed to air dry. Plates 
were scanned with an ELISpot reader (CTL Technologies, Cleyeland, OH) 
and the number of spots per well was enumerated after the background was 
set on the basis of wells that had been incubated with medium atone; spot 
separation was adjusted using Immunospot software (CTL Technologies). 
For each sample, the number of T cells producing IFN-y in response to EBV 
or Melan-A peptides was determined by subtracting the number of spots seen 
in response to HIV peptide. The mean and SD were 'determined for each 
triplicate sample. After immunization, (he time point at which peak frequen- 
. cies among the first three cycles were observed was used for data analysis. 

Statistical Anafysis 

Comparisons between pre- and post-BUfSpot frequencies were performed 
using a paured / test, and comparisons of augmented ELISpot frequencies 
betAveen responders and nonresponders were made usittg an unpaired 
two*sided t test Correlations between various dichotomous variables and 
clinical outcome were made using Fisher*s exact test (two-sided). Survival 
data were determined using the Kaplan-Meier mediod, with differences 
among subgroups assessed by the log-rank test. All analyses were performed 
using SPSS software (version 8.0; SPSS Inc, Chicago, IL). 
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Table 2. Adverse Everds 



nQV^rlQ tYBTlI 


Grade 1 


Gracle2 


Gfodo 3 


FoHgue 


16 


0 


0 


Anorexia 


6 


0 


0 


Fever 


7 


0 


0 


Rash 


3 


0 


0 


HeadocKe 


3 


0 


0 


Nausea 


2 


0 


0 


Injection s\ta reocHon 


5 


0 


0 


Neutropenia 


1 


2 


0 


Thron^xx:ytopenia 


2 


0 


0 


HepoHc 


5 


2 


0 


Creatinine 


1 


0 


0 



NOTE. Adverse events were d^onninod ujing the Notional Cancer 
Institute oonunon toxidly critena scale v^ion 2.0. 



RESULTS 

Immunization Treatment and Toxicities 

Each 3'week cycle consisted of iminunization on day } and sc 
iiiIL-12 administration on days 1» 3, and 5, as described in 
Methods. Three cycles constituted one course of therapy and 
patients were evaluated for response after each course. Patients 
were observed as inpatients in our General Clinical Research 
Center for the first 24 hours of each cycle. 

Adverse reactions are listed in Table 2, All but one patient 
completed at least three cycles of therapy. There were no grade 
3 to 4 toxicities; two patients had grade 2 neutropenia and two 
patients had grade 2 ALT or AST elevations, which were reversible. 
The most common adverse reactions were fatigue and fever. 

Clinical Outcome 

Clinical response outcomes are listed in Table 3. Two patients 
had a CR, for an overall response rate of 10%. In addition, four 
patients (20%) had a mixed response, one patient (5%) had an MR, 
four patients (20%) had SD, and the remaining nine patients (45%) 
had PD. The sites of tumor response were diverse. The two patients 
who experienced a CR both had nummus metastases of 2 cm or 
less and a normal LDH. One patient was fanale, had multiple 
cutaneous lesions, and no prior then^y; the other patient was male, 
had multiple limg lesions, and had experienced prior treatment 
failure fix)m chemoimmunotherapy. NeithCT patient experi^ced a 
recurrence with a mean follow-up time of 28 months at the time of 
data analysis. Of die five other patients who showed a deoease in 
size of at 1 east one tirnior mass, diree had responses in skin, one had 
a re^Kmse in bone, and one bad a response in an adrenal lesion. 
Three of the four padents widi SD had visceral metastases. 



Tcd>le 3. Clinical Outcome 
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P=;0.01S 




p^.046 
I 1 



Post 



Hg 1 . Intefferon gomma EUSpot frequencies by COS ^ T cetb ogdnst Melan-A 
ond (A) Epstesn-fiorr virus {KV] (B) pre- ond posHmmunizotion. Control values with 
HIV peptide were subtracted out. Pos^ and [retreatment values were compored 
usti^ a paired f test. 



PeptideSpecific T-Cell Responses by EUSpot 

A carefully controlled IFN-7 ELISpot assay was used to 
monitor the immune response to immunization. Ciyopreserved 
CDS'*' T cells were thawed in batch fashion and stimulated in 
triplicate directly ex vivo with T2 cells loaded with peptides 
derived from ciAer HIV. EBV, or Melan-A. The HIV values 
were subtracted from those obtained with either Melan-A or 
EBV as an internal control at each time point. Seventeen of the 
enrolled patients had adequate cryopreserved material with 
which to perform immunologic assessments. 

As shown in Fig 1, some patients displayed a high frequency 
of Meian-A-specific CDS'*" T cells before vaccination, with as 
high as 1% of CDS"*^ cells responding to this peptide. These T 
cells were functional because they produced IFN-7. The majority 
of patients showed an increase in the frequency of Melan-A- 
specific cells after immunization {P = .015). In contrast, die 
frequencies of specific CDS."*^ T cells responding to the EBV 
peptide did not vary significantly overall {P = .86). Although the 
changes in T-cell frequency were modest, these results demon- 
strate an antigen-specific response after immunization with 
Melah-A peptide-pulsed PBMC + riiIL-12. 

The changes in Melan-A-specific ELISpot frequencies were 
compared among patients who had a mixed response or better 
and those who had no clinical response. As shown in Fig 2, the 
mean increase in Mclan-A-spccific T cells for the clinical 
responders was 1 12 ± 45 and for nonresponders was 26 ± 16, 
indicating that a greater absohite increase in Melan-A-specific T 
celk was associated with tumor regression (P = .046), 

Survival and Associations Between Immunologic Parameters 
and Clinical Outcome 

The overall median survival was 12,25 months and is shown 
in Fig 3A. Seven patients remained alive at the time of data 
analysis, with all patients followed beyond 12 months. Because 
the presence of elevated levels of serum LDH is a known 




Responders 



Non- 
responders 



Fig 2. Comporison of increased Mebn-A aiSpot frequencies after immunoo- 
lion between dinko! responders and nonresponders. The obsotute differmo 
between Meton-A-spedfic BiSpot frequendes pos^- and prefieotment wos com- 
pared between responders end nonresponders using a twc^ided, unpaired ftest. 



negative prognostic factor,^ survival was also compared in 
response to this vaccine on the basis of LDH level (Fig 3B). The 
median survival for patients with an elevated LDH level was 
9.25 months, whereas the median had not yet been reached for 
those with a normal LDH (P = .005). In addition, the median 
survival for patients who experienced a significant increase in 
Melan-A-specific T cells was not yet reached, compared with 
8.5 months for patients without a significant increase in Melan- 
A-specific cells (Fig 3C; P - .120). 

Additional immunologic parameters that had been measured 
were also analyzed for associations with either clinical response 
or survival and are surmnarized in Table 4. Neither a positive 
recall DTK to standard antigens nor a relatively high numb^ of 
EBV' or Melan-A-specific CDS'*" T cells before immunization 
correlatied with either outcome. TTie median pretreatment Melan- 
A-specific T cell frequency was 23 in clinical nonresponders and 
-26 in responders. To increase the sensitivity of the assay to 
detect Melan-A-specific T cells, an in vitro expansion was 
performed on the preimmunization samples and analyzed by 
ELISpot as described in Methods. Ten patients showed high 
Melan-A-specific T ceil frequencies after in vitro e}q)ansiorL 
However, this also failed to correlate with clinical outcome. 
Finally, although a normal LDH level was associated with 
survival, it did not correlate with clinical response and also did 
not correlate with immune response. Collectively, these results 
remforce the specificity of the result showing a significant 
association between an increased number of Melan-A-specific T 
cells and clinical outcome. 

Expression of Melan-A in Resected Tumors 
After Immunization 

It was conceivable that some patients developed PD despite 
immunization because of outgrowth of Melan-A-ncgativc tumor 
cells. Pdsttreatment tumor samples were obtained from progressing 
tumors from three patients and analyzed by RT-PCR. Althou^ the 
new metastasis that developed in patient i was negative for 
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Melan-A ejqHession, tiiose samples ftom patients 4 and 6 retained 
detectable e)q)ression of Melan-A mRNA (Fig I), These results 
indicate liiat, althougji outgrowth of antigen-negative tumors can 
occur, other mechanisms of resistance to immune destruction likely 
explain the lack of clinical response in other patients. 

DISCUSSION 

In this study we used Melan-A peptide-pulsed autologous 
PBMC + rhIL-I2 as a vaccine to treat HLA-A2-positive 
patients with advanced melanoma. We observed a significant 
increase in Melan-A-specific lFN-ri>roducing CD8'*' T cells 
after immunization, and found a statistical association between 
clinical response and the magnitude of the specific T-cell 
increase. Although it is difficult to compare across individual, 
small phase 11 studies, these results are similar to those that have 
been reported using antigen-loaded dendritic cells, but with a 
strategy that may be more straightforward to execute. 

Preparation of the peptide-loaded PBMCs typically took 5 
hours from phlebdt<Kny to injection, and quality control of the 
cell product was facilitated by the lack of an extended in vitro 
culture period and absence of exposure to culture mediurh or 
serum proteins that is required for dendritic cell jMeparations. 
Conversely^ dendritic cell vaccines have been prepared in 
batches and cryopreserved in individual doses in some studies, 
which obviates the need to prepare a fresh vaccine at each time 
point. Ciyoprcservation of vaccines has not yet been exaimined 
witti our current approach. A comparative trial between PBMC/ 
rfiIL-12 and dendritic cell-based vaccination may, therefore, be 
of interest as the technologies continue to develop. Our results 



support the notion developed in preclinical models that iL-12 
can contribute to effective antitumor immunity, and are consis- 
tent with the results of a recent adjuvant vaccine study using 
rhrL-12 in melanoma.^^ 

We used a direct ex vivo ELiSpot assay to assess antigen- 
specific T-celi responses in this study. Control experiments 
testing EBV reactivity firom nonnal donors revealed that ELiS- 
pot analysis could be performed accurately on cryopreserved 
CD8* T cell samples immediately after thawing (H. Harlin and 
T. Gajewski, unpublished data). We found that background 
reactivity against the control HIV peptide varied among patients 
and to some extent among time points for an individual patient. 
The magnitude of increase in apparent Melan-A-reacdve T cells 
would have been greater in some patients had the values 
obtained with the HIV control peptide not been subtracted. We 
believe that this experimental detail is critical because it normal- 
izes the samples for background differences and provides an 
intenial control for minor variation between individual vials of 
cryopreserved T cells. We also compared the Melan-A frequen- 
cies to those against an EBV control peptide, to determine 
whether the o^tment was altering ELISpot results. We per- 
formed our analyses 6n purified CD8'^ T cells to control for 
variable numbers between patients and across time points. It is 
possible that we excluded subpopulations of CDS" T cells, 
CD4'*" T cells, and natural killer T cells that could have produced 
IFN-7 in response to Melan-A. Nonetheless, our results revealed 
a measurable and significant increase in Melan-A-^pecific T 
cells posttreatment. Our currently employed ELISpot assay is 
distinct from the assay used in our phase I trial of peptide-pulsed 
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Kopkm-Meier method and bg-ronk test. Significant vcdues are indicoted in bokMoce. 

Abbreviations: DTH, deb/ed-lype hypersensttivily; EBY, Epslein-Barr virus; Rx, 
immunization; tDH, loclale dehydrogenase; HIV, human inanunodeficiency vims; 
!L*2, interleuldnT2, 

*At least 90 spots per 10^ CDS**^ T cells after subtraction of background against o 
control HIV peptide. 

tChonges between post- and prcvoccinotion samples were calculated as the 
difference between the absolute number of specific spots ond compored usmg an 
unpaired ftest b^ween clinical responders and nonresponder^, 

tAt least 40 spots per 10* CDS* T cells after siMrtdbn of background ogoinst 
o control HIV peptide. 

§A» least 90 spots per 10* CDS"^ T cells after subtraction of bodcground against 
o control HIV p^^e, after o 1 0-day in vitro exponsion v/ith Melon-A peptkb-pulsed 
autobgous CD8~ cells and IL-2. 

PBMC + ihIL-12 and in other trials^*'^ in whicb in vitro 
expansion had been performed before assessment of IFN-7 
production. Analysis of T-ccll responses with minimal in vitro 
manipulation should most accurately reflect the status of those 
cells in vivo. 

High frequencies of Melan-A-specific, iFN-y-producing 
CD8^ T cells were observed in some patients at study entry 
when they clearly bad progressively growing melanoma* This 
observation indicates that the absolute frequency of functional T 
cells against a tumor antigen does not correlate with the behavior 
of the tumor. We also found no statistical association between 
this high frequency and clinical outcome; in fact, the two patients 
who experienced a CR had undetectable Melan-A-specific T 
cells before therapy. Although high frequencies of T cells 
reacting with a Mclan-A tetramer have been detected in some 
normal donors,^* those cells had a naive surface phenotype and 
did not produce high levels of IFN-7. What did correlate with 
clinical response in our current study is a meaningfiji increase in 
Melan-A-specific T cells posttreatment. These increases were 
modest (a net gain of 112 spots per 10* CD8^ T cells on 
average), indicating either that a subtle alteration in the steady- 
state between the immune response and a growing tumor in favor 
of increased T-cell frequencies is sufficient to translate into 
tumor regression, or that another immune frinction that we are 
not measuring is contributing to the final event of tumor 
shrinkage. Tumor regressions without detectable increases in 
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F»g4. MelcOT-Aexpre$rfonirttwiora*Kitpersisled after fanmoi^^ 
patients undcfwenf wt^\ resection <rf leskm* (after discontinuing the study), 
which were onolyzea for MeloR-A expression by quditafive reverse transcriptase 
polymerase chain reociioa. Cmtrots vwre analyzed wifhout reverse tronscripfose 
or with t>ela-actin primers. 

T-cell firequencies using standard assays have been observed in 
other studies.^^ 

The median overall survival in our study was 12.25 months 
from treatment initiation, which is greater than the expected 6 to 
9 months for this patient population. Although it was a relatively 
small study and subject to selection bias, most patients were 
pretreated and had visceral disease, one half of the patients had 
elevated serum LDH levels, and four patients had treated brain 
metastases. As has been seen in melanoma patients treated with 
standard therapies, we found that an elevated serum LDH level 
was a negative prognostic factor for survival. Whether this is 
reflective of tumor biu*den or the metabolic state of the tumor 
cells that have adapted to an anaerobic environment is unclear. 

Some patients developed increases in Melan-A-specific T 
cells and developed progressive tumor growth despite retained 
e^q}ression of the antigen on posttreatment biopsies. This obser- 
vation is similar to that seen in murine studies^ and indicates 
mechanisms of tumor resistance downstream from inirial T-cell 
priming, presumably within the tumor microenvironmenL Poten- 
tial explanations include poor T-cell trafficking to tumor sites, 
presence of negative regulatory cells, T-cell anergy or death, 
expression of inhibitory molecules by tumor cells, or downregu- 
lation of class I major histocompatibility complex or antigen- 
processing molecules.^'^ Future studies should investigate 
definable mechanisms of tumor escape that allow tumor cells to 
resist elimination by antigen-specific T cells in vivo, 
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Vaccination with Mage-3A1 Peptide-pulsed Mature, 
Monoc3^e-derived Dendritic Cells Expands Specific 
Cytotoxic T Cells and Induces Regression of Some 
Metastases in Advanced Stage IV Melanoma 
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Sumnuiry 

Dendritic cells (DCs) are considered to be promising adjuvants for inducing immunity to can- 
cer. We used mature, monocyte-derived DCs to elicit resistance to malignant melanoma. The 
DCs were pulsed with Mage-3A1 tumor peptide and a recall antigen, tetanus toxoid or tuber- 
culin. 1 1 far advanced stage IV melanoma patients, who were progressive despite standard che- 
motherapy, received five DC vaccinations at 14-d Intervcds. The first tliree vaccinations were 
administered Into the skin, 3 X 10® DCs each subcutaneously and intradermally, followed by 
two intravenous injecUons of 6 X 10® and 12 X 10® DCs, respectively. Only minor (less than 
or equal to grade II) side effects were observed. Immunity to the recall antigen was boosted. 
Significant expansions of Mage-3A1 -specific CD8* cytotoxic T lymphocyte (CTL) precursors 
were induced in 8/11 patients. Curiously, these immune responses often declined after the in- 
travenous vaccinations. Regressions of individual metastases (skin, lymph node, lung, and liver) 
were evident in 6/11 patients. Resolution of skin metastases in two of the patients was accom- 
panied by erythema and CDB*^ T cell infiltration, whereas nonregressing lesions lacked CDS'*" 
T ceils as well as Mage-3 mRNA expression. This study proves the principle that DC * vac- 
cines" can frequendy expand tumor-specific CTLs and elicit regressions even in advanced can^ 
cer and. in addition, provides evidence for an active CDB"*^ CTL-tumor cell interaction in situ 
as well as escape by lack of tumor antigen expression. 

Key words: dendritic cells • vaccination • active immunotherapy • melanoma • 
cytotoxic T lymphocytes 



It is now established that the immune system has cells, 
particularly CDS'*" CTLs, that can recognize tumor anU- 
gens and kill tumors (1, 2). Nevertheless, a major problem 
is that these T cells are either not induced or only weakly 
induced, i.e., the T cells are not evident in the systemic cir- 
culation. One possibility Is that there is inadequate tumor 
antigen presentation by dendriUc cells (DCs),' "nature's ad- 
juvant" for eliciting T cell immunity (3), Another is that 



^Abbreviatiaiis used in UUs paper: CNS. central nervous system; DCs. den- 
dritic cells; DTH. delayed-type hypersensiUvlty; MCM; monocyte-con- 
ditioned medltim; RT, reverse transcriptase: TT. tetanus toxoid, 
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tumor-reactive T cells are tolerized by the tumors (1. 4). 
Melanoma provides a compelling setting in which to pur- 
sue a current goal of cancer immunotherqjy, the generation 
of stronger tumor-specific T cell Immunity, particularly 
with CTLs (4). The majority of tumor antigens identified 
so far are expressed by melanomas (2), Limited antimelanoma 
CTL responses have been detected (5), and infusions of IL-2 
ejqpanded killer cells can lead to rejection of melanoma (6), 

Conventional adjuvants promote antibody rather than 
CTL responses. Therefore, several novel strategies are be- 
ing explored to induce tumor-specific T cell Immunity. 
DC vaccination is one of these (3). Immature DCs capture 
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antigens but lack full T cell-stimulatory activity (7). In the 
presence of appropriate stimuli, such as inflammatoiy cyto- 
kines, the DCs mature. DCs upregulate T cell adhesion and 
costimulatoiy molecules as well as select chemoklne recep- 
tors that guide DC migration Into lymphoid organs for 
priming of antigen-specific T cells. The use of DCs as adju- 
vants is supported by many anlxnal experiments with pri- 
marily mature DCs (3. 8). These studies have shown that 
the injection of tumor antigen-loaded DCs reliably induces 
tumor-specific CTL responses, tumor resistance, and in 
some cases, regression of metastases (3, 8), In the few pilot 
trials reported so far for humans, intwature DCs have been 
employed (9-11). Scattered tumor responses are reported, 
but evidence for the Induction of turnor-spedflc CTLs by 
DC vaccination has not been shown. 

We have developed a technique to generate large num- 
bers of homogenous populations of mature and stable DCs 
from monocytes in the absence of nonhuman proteins (12. 
13). We are now exploring the use of these DCs as vaccine 
adjuvants in humans. Here we provide the proof of the prin- 
ciple by demonstrating that three intracutaneous injections 
of N43ge-3A1 peptide-pulsed mature DCs reliably enhance 
Mage-3AI-speclfic CD8+ and recall CD4'*^ T ceU immunity 
in heavily pretreated, progressive stage IV melanoma patients 
with lat^ge tumor loads. Expansions of Mage-3Al-speciflc 
CTL responses have not been previously detected after 
Mage-3A1 peptide vaccination in less advanced melanoma 
patients (14). underscoring the potent adjuvant properties 
of DCs, As regressions of metastases also occurred upon 
DC-mediated immunization and were accompanied by 
CDS'*" T cell infiltration, we propose that the induced 
Mage- 3A1 -specific CTLs are active in vivo. 



Materials and Methods 

Patient EligibiUty Criteria 

Patients were digible if they suffered from stage IV (i.e.. distant 
metastases) cutaneous malignant melanoma (1988 American Joint 
Committee on Cancer/Union Internationale Contre Cancer 
pTNM sts^glng system) that was not curable fay resection and was 
progressive despite chemo(irTunLmo)therapy. Further Inclusion cri- 
teria were an expected survival S4 mo. Kamo&I^ index ^60%, 
age ^18 yr, measuinble disease* HLA-Al poslttvlty. expression of 
Mage-3 gene shown by reverse transcriptase (RT)-PCR In at least 
one excised metastasis, and no systemic chemo-, radlo-» or im- 
munotherapy within 4 wk (6 wk in the case of nltrosurea drugs) 
preceding the first DC vaccination. A positive skin test to recall 
antigens vras not required. Important exclusion criteria were ac- 
tive central nervous system (CNS) metastasis, any significant psychi- 
atric abnonnality. severely impaired organ function (hematological, 
renal, liver), active autoimmune disease (except vitiligo), previous 
penectomy or radiation therapy to the spleen, organ allografts, evi- 
dence for another active malignant neoplasm, pregnancy, lactation, 
or participation (or Intent to participate) in any other clinical trial. 
Concomitant treatment (chemo- or immunotherapy, corticoster- 
oids. Investigational drugs, paramedical substarxres) was prohibited. 
PaOJatlve radiation or surgical therapy of selected metastases and cer- 
tain medications (acetaminophen/paracetamol, nonsteroidal antl- 
inflammatoiy dmgs, opiates) to control symptoms were allowed. 



Clinical Protocol and Study Design 

The study was performed at the Departments of Dermatology 
in Erlangen. WOrzburg, and Mainz. Germany according to stan- 
dards of Good Clinical Practice for Trials on Medicinal Products 
in the European Conununlty* The protocol was approved by the 
Protocol Review CoxnmUtee of the Ludwlg InsUtute for Cancer 
Research (New York, NY) and performed under supervision of 
its Office of Clinical Trials Management as study LUD #97-001. 
The protocol was also approved by the ethics committees of the 
Involved study centers. 

The study design Is shown in Table II. All patients gave writ- 
ten informed consent before undergoing a screening evaluation 
to determine Uielr eligibility. Extensive clinical and laboratory as- 
sessments were conducted at visits 1, 5. and 8 (Table II) and con- 
sisted of a complete physical examination, staging procedures, 
and standard laboratory values as well as special ones (pregnancy 
test, free testosterone in males, autoantibody profile, and antibodies 
to HIV- 1/2. human T cell lymphotroplc virus type I, hepatitis B 
virus, and hepatitis C virus). Patients were hospitalized arxl exam- 
ined the day before each vaccination and were monitored for 
48 h after the DC injectlom. Adverse events and changes in labors- . 
tory values were graded on a scale derived from the Conunon 
Toxicity Criteria of the National Cancer Institute. National Ir»sti- 
tutes of Health. Bethesda. MD. 

Production of the DC Vaccine 

During prestudy screening, we tested a small amount of fresh , 
blood to verify that appropriate numbers of mature DCs could be 
gerierated from the patient s monocytes (12). Sufficient DC num- 
bers could be successfully generated in all patients, but in some pa- 
tients the test generation revealed that TNF-a had to be added to 
assure full maturation. To avoid repetitive blood drawings, we per- 
formed a single leukapheresis during visit 2 to generate DCs as de- 
scribed (13). In short. PBMCs from the leukapheresis (^10*** nu- 
cleated cells) were isolated on Lymphoprep*"*^ (Nycomed Btarma) 
and divided into three fracUons. The first finaction of 10' PBMCs 
was cultured on bact^iologlcal petri dishes (Cat #1005; Falcon 
Labware) coated with human Ig (100 jtg/ml; Sandoglobln'^; San- 
doz GmbH) in complete RPMl 1640 medium (BloWhittaker) 
supplemented with 20 (ig/ml gentamidn (Refobacin 10; Merck), 
2 mM glutamlne (BloWhittaker), and 1% heat-inactivated human 
plasma . for 24 h to generate monocyte-corxlltloned medium 
(MCM) for later use as the DC maturation stimulus. The second 
fraction of 3 X 10^ PBMCs was used for the generation of DCs for 
vaccination 1 and delayed-type hypersensitivity (DTH) test L Ad- 
herent monocytes were cultured in 1,000 U/ml GM-CSF (10 X 
10^ U/mg; Leukomax"^; Novartls) and 800 U/ml IL-4 fcurlty 
>98%; 4.1 X 10' U/mg in a bioassay using proliferation of human 
IL^4R'*' CTLL; CellGenix; expressed in EschsrJdiia mil and pro- 
duced under good laboratoiy practice conditions but verified for 
good' manufacturirig practice [GMP] safety and purity criteria by 
us) for 6 d. and then MCM was added to mature the DCs. MCM 
was supplemented In patients 04, 06, 09, 1 1, arxl 12 with 10 ng/ml 
GMP-rhu TNF-a (purity >99%; 5 X 10' U/mg in a bioassay us- 
ing murine L-M cells; a gift of Dr. G.R Adolf. Boehringer Ingel- 
helm Austria, Vlerma, Austria) to assure full maturation of DCs. 
Mature DCs were larvested on day 7. The third fraction of PBMCs 
was frozen in aliquots and stored In the gas phase of liquid nitrogen 
to generate DCs for later vaccinations and DTH tests. 

DCs for vaccinations were pulsed with the Mage-3A1 peptide 
(15) (EVDPIGHLY, synthesized at GMP quality by Clinalfa) as 
tumor ant^en, and as a recall antigen and positive control, tetanus 
toxoid (TI) or tuberculin (if at visit 1 the DTH to TT in the 
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Multitest Merieux was > 10 mm; both punchased from the Bacte- 
rial Vaccines Department of the Statens Serum Institute, Copen- 
hagen, Denmark). The recall antigen was added at 10 jjig/ml for 
the last 24 h, and the Mage-3A1 pepUde was added at 10 yM di- 
rectly to the cultures for the last 8 h (if Immunity to recall anti- 
gens was strongly boosted, the dose of recall antigen was reduced 
to 1,0 or 0.1 |xg/ml or was omitted for the intravenous DC In- 
jections to avoid a cytokine release syndrome). On day 7, mature 
DCs were harvested, resuspended in complete medium, washed, 
and pulsed once more with Mage-3A1 peptide (now at 30 jjiM) 
for 60 min at 37**C. DCs were finally washed and resuspended In 
PBS (CMP quaUty PBS; BioWhittaker) for injection. DCs to be 
used for Mage-3A1 DTH tests were pulsed with Mage-3A1 (but 
no recall antigen); DCs that served as negative control in the 
DTH tests were not pulsed at all. An aliquot of the DCs to be 
used for vaccinations was analyzed as described (13) to assure that 
functionally active and mature DCs were generated. The features 
of the DCs are described in Results. Release criteria were typical 
morphology (>95% nonadherent veiled cells) and phenotype 
(>95% HLA-DR+++CD86-^**CD40+CD25*CD14-and >65% 
homogenously CD83'*'+). 

Immunization Schedule 

A total of five vaccinations (three into the skin followed by 
two intravenously) with antigen-pulsed DCs were ^ven ait 14-d 
intervals (Table II). This design was chosen to explore the toxic- 
ity and efficacy of various routes In this trial. For vaccinations 1-3, 
3 X IG^ DCs were given subcutaneously at two sites (1.5 X 10® 
DCs in 500 pul PBS per site) and 3 X lOi^ intradermaUy at 10 sites 
(3 X 105 DCs in 100 pJ PBS per site). The injection sites were 
the ventromedial regions of the upper arms and the thighs close 
to the regional lymph nodes and were rotated clockwise. Limbs 
vvhere draining lymph nodes had been removed and/or irradiated 
were excluded. For intravenous vaccinatioiu 4 and 5, a total of 6 
and 12 X 10^ antigen-pulsed DCs (resuspended in 25 or 50 ml 
PBS plus 1% autologous plasma) was administered over 5 and 10 
mln, respectively. Premedication v\dth an antipyretic (500 mg acet- 
aminophen/paracetamol p.o ) and an antihistamirie (2.68 mg de- 
mastinhydrogenfumarat i.v.) was given 30 mln before intravenous 
DC vaccination. 

Evaluation of Immune Status 

Recall Antigen-specific Proliferaaon and Cytokine ProducUon. 
PBMCs.were cultured in triplicate at two dose levels (3 X 10^ 
and 1 X 10^ PBMCs/weB) plus or minus TT or tuberculin (at 
0.1, 1, and 10 fJtg/ml) and pulsed on day 5 with PH]thymidine 
for 12 h. In all cases, the highest cpms were obtained with the 
highest doses of PBMCs and antigen and are shown in Fig. 2. 
IL-4 and IFN-7 levels were measured In culture media by EUSA 
CEndogen, Inc.). In a separate plate, staphylococcal enterotoxin 
(SEA; Serva) was added at 0.5, 1, and 5 rxg/ml. and proliferation 
was assessed after 3 d to provide a positive control for helper T 
cell viability and responsiveness. 

Enzyme-UsHied Immutwspot Assay for IFN-y Reiease from Single 
Antigen-ipedik T Ceils. To quantltate anUgen^ecific, IFN-7- 
releaslng. Mage-3Al-specmc effector T cells, an enzynte-llnked 
immunospot (ELISPOT) assay was used as described (IQ. PBMCs 
(10^ and 5 X lOVweU) or In some cases CDS* or CD4* T cells 
(isolated by MACS™ according to the manufactiu^r. MUtenyl 
Blotec) were added In triplicate to nitrocellulose-bottomed 96-weU 
plates (MAHA S4510; MilUpoie Corp.) precoated with the pri- 
mary anti-IFN-Y mAb (1-DlK; Mabtech) in 50 ELISPOT 



medium (RPMI 1640 and 5% heat-inactivated human serum) per 
well. For the detection of Mage-3 A 1 -reactive T cells, the APCs 
were Irradiated T2.A1 cells (provided by P. van der Bruggen, 
Ludwig Institute of Cancer Research, Brussek, Belgium) pulsed 
with MHC class I-restricted peptides (Mage-3A1 peptide and the 
HIV-l pl7-derived n^ative control peptide GSEELRSLY) added 
at 7.5 X 10*/weU (final volume 100 jxl/weU). After incubation 
for 20 h. wells were washed sbc times. Incubated with biotiny- 
lated second n\Ab to IFN-7 (7-B6-1: Mabtech) for 2 h, washed, 
and stained with Vectastaln Elite kit (Vector Labs.). For detec- 
tion of TT-reactive T cells. TT was added at 10 ftg/ml directly to 
tiie PBMCs (1 or 5 X 10^ PBMCs/flat-bottomed 96-weU plate). 
Assays were performed on fresh PBMCs, Spots were evaluated 
and counted using a special computer-assisted video Imaging analy- 
sis system (Cari Zeiss Vision) as described (16). 

Semiquantitative Assessment of CTL Precursors. The multiple 
microculture method developed by Romero et al. (17) was used 
to obtain a semiquantitative assessment of CTLp (precursors) spe- 
cific for Mage-3A1 peptide. Aliquots of frozen PMBCs were 
thawed and assayed together. CDS* T ceUs were isolated with 
magnetic mlcrobeads (MACS™ separation columns; Mihenyl Bio- 
tec) and seeded at 10^/weil in 96- well round-bottomed plates in 
FIPMI 1640 with 10% heat-inactivated human serum. The CDS" 
PBMCs were pulsed with peptide Mage-3AI or the influenza 
PBl control peptide VSDGGPNLY (10 p«/ml; 30 min at room 
temperature), irradiated (30 Gy from a cesium source) . and added 
as an APC population at 10^/well together with IL-2 (10 lU/ml 
final) and IL-7 (10 ng/ml finaO in a total volume of 200 pj/weU. 
On day 7, 100 pj fresh medium was substituted, and peptide 
Mage-3Al or PBl (1 p.g/ml final) and IL-2 (10 U/ml) was 
added. On day 12, each mldrowell was divided into three equal 
samples to test cytolytic activity in a standard 4-h *'Cr-release 
assay on peptide-pulsed (10 p-g/ml for 1 h at 37**C) T2A1 cells, 
nonpulsed T2A1 cells, and K562 target cells, respectively. All of 
the assays were performed with an 80-fold excess of nonlabeled 
K562 to block NK activity. Mlcrowells were scored positive If 
lysis of T2A1 targets with peptide minus lysis without peptide 
was ^12% and this specific lysis was greater than or equal to 
twice the lysis of T2A1 targets without peptide plus six as de- 
scribed (18). We aimed at testing 30 microwells of 10< CD8+ T 
cells. Therefore. 1/30 positive wells equals at least one CTLp in 
3 X 105 30 wells at 10* CTLp per well) CDS'" T cells (cor- 
responding to ^^3 X 10^ PBMCs). 

DTH, DTH to Mage-3A1 peptide was assessed by intra- 
dermal injection at two sites of each 3 X 10* Mage-3A1 peptide- 
loaded DC in O.I ml PBS. Negative controls were nonpulsed 
autologous DCs in 0.1 ml PBS and 0.1 ml PBS. DTH to seven 
common recall antigens (Multitest Merieux) Including TT and 
tuberculin was performed on visits 1, 5, and 8 (Table II). 

Assessmerit and Analysis of Tumor Tissue 

For recruitment into the study, Mage-3 gene expression in at 
least one metastatic deposit had to be demorstrated by RT-PCR 
as described (14). Accessible superficial skin metastases were re- 
moved whenever possible after the vaccinations and subjected to 
Mage-3 RT-PCR as well as routine histology and immunohis- 
tology (to characterize oalluiar infiltrates). 

Statisticai Analysis 

For analysis of the immune response, pre- and postlmmuniza- 
tion values were compared by paired f test after logarithmic trans- 
formation of the data. Significance \yas set at P < 0.05. 
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Resiilts 

Patient Characteristics 

An 13 patients were HLA-Al"^, had proven Mage-3 
mRNA expression in at least one excised metastasis, and 
suffered from advanced stage IV melanoma. I.e., distant 
metastases that were progressive despite chemotherapy and, 
in some cases, chemolmmanotherapy (Table I). We offered 
DCs to all patients v^ho fulfilled the Inclusion and exclusion 
criteria, Le., we did not select for subsets of patients. Two 
patients (numbers 01 and 03) succumbed to melanoma af- 
ter two and three vaccinations, respectively. 1 1 patients re- 
ceived all five planned DC vaccinations in 14-d intervals 
(Table II) and were thus fully evaluable. 

Quality of the Vaccine 

All vaccine preparations were highly enriched in mature 
DCs. More than 95% of the ceils were large and veiled In 



appearance, expressed a characteristic phenotype by flow 
cytometry {HLA-DR+++CD86+++CD40+CD25-^CDi4-), 
and acted as strong stimulators of an MLR at DC/T cell ra- 
tios of :sl:300 (13). Most (mean 80%) expressed the CD83 
mature DC marker (19) . These features were stable upon 
removal of cytokines and culture for one to two more days. 
(13). The DCs were pulsed vsrith Mage-3 A 1 peptide as a tu- 
mor antigen and TT or tuberculin as a recall antigen. The 
latter were internal controls for immunization and possibly 
provided help for CTL responses (20). 

Toxicity 

No major (above grade II) toxicity or severe side effects 
were observed in any patient, including the two patients 
who were not fully evaluable. We noticed, however, local 
reactions (erythema, Induration, pruritus) at the intracuta- 



Table L Patients* Cbmacteristia, Status before DC Vacdnation, and Response to DC Vacdnatfon 







^1 
s| 




Metactesoe «t study entry^ 


CGnlc^ Response 


inrival 


» TO 


t 


if 


regional 


ifistent 


14daya after the 




o 

CO 




a. 


skfn 




Skin 


LN 


I Lung 


1 Liver 


Other 


B* vaoctnation 


CO 


Patients vvtth objective tumor regression 


04 


M48 


1/38 


PCi 












■ 




oompletB regression of 
all but 1 hing metasta^. 
overall proqression 


10 + >9 


06 


pel 


10^7 


CI 








■ 








complete regression' ol 
1 lung -1- 4 s.c^ metastases, 
overdt progression 


6*>16 


07 


F48 


6A97 


c 
















connplete regressionf' of 
1 lung*+ 2 8.0. * metastases, 
overall progression 


13*t2r 


08 


M67 


11/97 


PC 




B 












oomptete re^Si^n* of 
lung+tivef-i-4 sx.^ 

metastases* 
overeH progression" 




09 


P43 


5/98 


c 
















Paftlel regression of 
1 lung metastasis, 
over^ progression 


4+>11 


12 


M54 


9/96 


ct 
















partial regression of 
axiltary LN metastases, 
overatt progression 


^♦>9 


Patients wftheut objectiVB tumor req^ston 


02 


F73 


5/96 


pa 




J 










eonttftuous progresdon 


I8*5t 


05 


P49 


10/97 


ct 












■llllllflllll 




eontinuous progression 


5+>17 




M62 


8/98 


c 








1 


\ 


continuous piograsslon 


1*6t 


n 


F72 


7/98 


c 














continuous progression 


4*9f 


13 


M34 


12/37 


CI 






^^^M8 


continous progressloft 





Treiatment centers: three patients (04. 08. and 12) were treated in Wuerzburg. two in Matnz (patients . 10 and 13). and the others in Erlangen. 
Pretreatment therapy: PCI, polychemoimmuno- Preceding excisions and radiotherapies are not listed. 

Metastases at study entry: the nuihber and diameter of the largest metastases present at study entry are listed (number/diameter in millimeters), 
m, multiple (>3 metastases). 

Survival: (since onset of stage IV and as of 5 August 1999) is listed as months since onset stage IV until study entry + number of montiis since study 
entry. Patient deceased. 

*CNS metastases were regressing at study entry after gamma Icnife treatment. 

^Developed (in part) after study entry. ^ 
^Determined by autopsy. 

'^Sudden death from bleeding into CNS metastasis on visit 8. 

The regressions of lung metastases in patients 06 and 07 were documented at a staging 3 mo after visit 8. 
medlast. mediastinum; pancr., pancreasi 
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neous vaccination sites that increased with the number of 
vaccinations. In 9/11 patients, strong DTH reactions (in- 
duration >10 mm In diameter) were noted to DCs carry- 
ing a recall antigen (F^. 1). Elevation of body temperature 
(grade I and II fever) was observed In most (9/11) patients 
and was also related to pulsing DCs with recall antigen. 
The most striking example was patient 02, who progres- 
sively developed fever (up to 4CrC) upon successive vacci- 
nations but did not show a rise in body temperature when 
TT was omitted for the final (fifth) vaccination. We observed 
^ight lymph node enlargement, clinically in 63% and by 
sonography in 83% of patients, after the intracutaneous DC 
injections. Interestingly, these were delayed, being Inappar- 
ent during the' 2 d of monitoring after vaccinations but de- 
tected when patients were Investigated again the day before 
the next vaccination (Table II). 




Immunolf^cal Responses 

Boosting of. Recall Antigen-speclGc Immunity, PBMCs tiiat 
had been frozen before vaccination arid 14 d after vaccina- 
tion 5 were thawed and assayed together* as specified in the 
protocol (Table II). In* most patients, a signlHcant boost of 
antlgen-speclflc Immunity developed to TT (and tubercu- 
lin in patient 10) (P < 0.004: Fig. 2). Supematants from the 
proliferative assays contained large amounts of IFN-7 (mean 
1,679 pg/ml. range 846-4.325) but Uttle IL-4 (JFN^/JLA. 
317:1), In ftve patients, we studied the kirietics of the Immune 
response to TT by IFN-7 ELISPOT analysis. We found an 
increase after the intracutaneous vaccinations (P < 0.02) 
but a peculiar decrease after the Intravenoie vaccinations (P < 
0.008; Fig. 3). Thus, comparing recall immunity before and 
after ail five vaccinations (Fig. 2) as pre^)eclfied in the protocol 
fTable 15 obviously underestimated the extent of boosting. 




Figure 1. Local reactions to DCs carrying Mage-3A1 peptide and TT 
at the intradermal and subcutaneous vaccination sites in patient 09 (24 h 
after vaccination 2; top panel) and 02 (48 h after vaccination 3; bottom 
panel). Eiythema at tlie 10 intradermal (left} and 2 subcutaneous (righO 
vaccination sites was followed by Induration >10 mm in diameter (with 
secondaty purpura In paUent 02). These local reactions represent strong 
DTH reactions to DCs carrying TT. as such strong reactions did not oc- 
cur in response to unpulsed DCs or DCs pulsed with Mage-3Al peptide 
alone In DTH tests I-JII fTable 0: reactions not shown). 
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Figure 2. Recall andgen-spediic immunity (tuberculin in patient 10; 
TT in all others) as assayed by antigen-$|>eciflc proliferation. The cpm val- 
ues detennined after therapy (14 d after vaccination 5} are shown as multi- 
ples of pretheiapy cpm values. Absolute cpm (cpm with recall antigen minus 
cpm without antigen) after therapy was 68.917 In patient 02, 85.225 in pa- 
Uent 04. 16,759 in paUent 05. 7.913 in paUent 06, 16,367 in patient 07. 
107.923 in patient 09, 22.790 in patient 10, 4,507 in paUent 12. and 1,831 
In patient 13 (SEM for aU measurements was <20%). Patients 08 and 11 
could not be evaluated due to shortage of cells after therapy. 



Expansion of Mage-3A 1 -specific C TLp. Aliquots of 
PBMCs. frozen before the first and after the third and Rfth 
vaccinations, were thawed at the same time (Table II) and 
subjected to a semiquantitative recall assay for CTLp {refer- 
ence 17; Fig. 4). Before vaccination, CTLp frequencies 
were low or undetectable. In 8/11 patients, we found a slg- 
niHcant expansion of Mage-3Al-specific CTLp as indicated 
by the increase (mean, eightfold; P < 0.008) of positive 
mlcrocultures in the multiple microculture procedure em- 
ployed for the semiquantitative assessment of CTLp (17). 
Interestingly, in six patients, the CTLp frequencies were 
maximal after the three intracutaneous vaccinations (P < 
0.001 3) but then decreased after the two additional Intrave- 
nous vaccinations In all but one of these patients (P < 0.026) . 
Only in 1/11 patients did we observe an increase of CTLp 
to an Irrelevant PBl Influenza peptide that served as a spec- 
ificity control (not shown). 



ELISPOT Analysis for IFN-y^reieasing, Mag^SAl-spedfk 
T Cells. We also tried to detect Mage- 3A1 -specific CTL 
effectors in uncultured fresh, nonfrozen PBMCs by per- 
forming ELISPOT analyses at 14-d intervals on all patients. 
A significant increase of Mage-3A1 '-reactive IFN-7 spot- 
forming cells was apparent only in patients 07 and 09 after 
the first and second vaccinations, respectively, but the fre- 
quency of Mage-3A1 -specific effectors was very hlgh^ 
(^^5.000 and 10,500/10^ CD8^ T cells; not shown). 

DTHTesttoMa^SAlPeptkk-hadsdDCs. Tests of DTH 
to Mage-3A1 peptlde-loaded DCs yielded erythema and/or 
induration (>5 mm diameter) in 7/11 patients (not shown), 
The results were, however, equivocal due to the frequently 
observed background to nonpulsed DCs (up to 10 mm In 
dianieter) and the variability from test site to test site. 

Clinical Responses 

At the end of the trial. I.e., '^2 wk after the fifth vaccina- 
tion (Table II), we observed temporary growth cessation of 
some individual metastases, but more intrlgulngly, in 6/11 
patients, complete regression of individual metastases in 
skin, lymph nodes, lung, and liver fTable I and Fig. 5). 
Resolution of skin metastases was found in three patients 
(Table I, patients 06, 07, and 08) and in two of theih (06 
and 07), it was preceded by local pain, itching, and slight 
erythema. The six regressing skin lesions of patients 06 and 
07 fTable I) were also excised and examined by Immuno- 
hlstology. Clusters of CDS"*" T cells were seen around and 
in the tumor, the latter often necrotic, suggesting an im- 
mune attack (Fig. 6). 

In patients 06 and 08, the metastases excised at study 
entry (four and two. resf>ectively) proved to be Mage-3 
mRNA"*'. However, all of the samples removed at the end 
(two and sbc, respectively) were Mage-3 mRNA~, suggest- 
ing immunoselection for antigen-negative tumor cells. Re- 
markably, significant infiltration of CD8"*^ T cells was riot 
found In any of these lesions. 

Discussion 

In deciding on the source of DCs for this phase I trial, 
we selected mature, monocyte-derlved DCs for the follow- 
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Figure 3. Kinetic analysis of immunity to recall antigens 
as assessed by TT-specmc IFN-7 ELISPOT (SEM for all 
measuranents was <20%). Blood was drawn (see Table 11, 
Study Desigp) before the flm DC vacdnaUon and then ev- 
ery 14 d just before administration of the next DC vacci- 
nation (e.g.. pre Vacc # 2 means Immediately defcre vacci- 
nation 2. l.e., 14 d aAer vaccination 1), and finally after 
therapy. Time points at wlUch vaccinations were not per- 
formed lack bars. Note the tiKfease after the Intracutane- 
ous vaccinations and the decline upon the two vaccina- 
tions after Intravenous ones. Patient 10. who received 
tuberculin-pulsed DCs, exhibited no significant diange in 
the TT-speclfic IFN-7 ELISPOT as expected: 
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Figure 4. M^ge-^Al CTLp frequency analysis as as- 
sessed by semiquantitative recall aissay. The y-axls and the 
numbers above the bars indicate the percentage of positive 
welb found before vacdnatJon 1. before vaccination 4 (14 d 
after vaccination 3). and after therapy (usually 14 d after 
vaccination 5). 



ing reasons. Monocyte-derived DCs currently represent 
the most homogenous and potent DC populations, with 
several defining criteria and quality controls (12, 13, 21). 
The method for generating production of these DCs is 
very reproducible and allows the cryopreservaUon of large 
numbers of celb at an identical stage of development (12. 
13). Furthermore, these DCs can be produced in the ab- 
sence of potentially hazardous FCS (12. 13. 21). PCS expo- 
sure also leads to large syngeneic T cell responses in cul- 
ture, so their clinical use (11) might produce nonspecific 
immunostimulatory effects. Unlike other investigators (9-11), 
we chose to use mature rather than immature DCs for our 
first melanoma trial. The DCs that have been used with ef- 
ficacy in animal experiments were primarily mature (3, 8). 
Mature DCs are much more potent in inducing CTL and 
Thl responses in vitro (reference 22 and Jonulelt, H., A. 
Gleseke, A. Kandemlr. L. Paragnik, J. Knop, and A.H, 
Enk. manuscript in preparation), and the DCs are also resis- 
tant to the immunosuppressive effects of IL-10 (23) that 
can be produced by tumors (24-26) . Mature DCs also 
display an extended half-life of antigen -presenting MHC 
class I (26a) and class U molecules (27). Finally, mature 
DCs have a high migratory activity (21) and express CCR7 
(28), a receptor for chemokines produced constituUvely in 



lymphoid tissues (28). Mature DCs, as used in this cancer 
therapy trial, have recentiy also been shown to rs^ldly gen- 
erate broad T cell immunity in healthy subjects (28). 

Mature DCs were loaded with only one melanoma pep- 
tide, Mage-3A1, to avoid uncertainties regarding loadinjg of 
DCs with multiple peptides (1 1) of varying affinity and off 
rate. Successful loading was verified with a Mage-3Al-spe- 
clftc CTL done and ELISPOT analysis (not shown). The 
Mage-3A1 peptide (15) was selected for several reasons. It is 
essentially tumor ^seclfic (2) and expressed in tumors other 
tiian melanoma (2). and the Ms^e-SAl epitope Is likely a re- 
jection antigen (14). Moreover, the Mage-3A1 CTLp fre- 
queiKy is exceedingly low in noncancer patients (reference 
18; 0.4-3 per 10^ CD8+ T cells) as well as in cancer patients, 
even after peptide vaccination (14). Thus, any induction or 
boost of Mage-3A1 CDS"*^ T cell responses would indicate a 
significant superiority In the adjuvant capacities of DCs. 

DTH assays with peptide-pulsed DCs were carried out 
as described by Nesde et al. (11) to detect Mage-SAl im- 
munity (not shown). However, we did not detect un- 
equivocal DTH. This was due to the frequently observed 
background to nonpulsed DCs (possibly due to cytokine 
production by DCs) and the noteworthy variability from 
test site to test site. As Mdge-SAl -specific T cells are CDS"^ 




Figure 5. Regression (arrows) of a globular (13 
mm in diameter) lung metastasis In patient 07 that 
was then no longer detectable in serial 6-mm-thlck 
computed tomography scans. 
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Figures, Regressing subcutaneommetastases^npai^ 

ttx:hemical staining with anU-CD8 mAb) that surrounds (A) and innitrates {B) the tumor. Areas of damaged -At) and necrotic (C ^) melanoma are ob- 
vious in the vidnlo^ of the GD^Tcen inmtrate. The metastasis ex^^ ^' 
250: C. 160, 



T cells and DTH assays typically detect primed CD4+ T 
cells, we suspect that DTH to MHC class I peptlde-pulsed 
DCs may also ifor this reason prove not to be a sensitive or 
reliable way to morUtor specific CDS"*^ T cell-mediated im- 
munity. 

In contrast, we found sizable expansions of Mage-3A1- 
specific CTL precursors in PBMCs from a majority (8/11) 
of patients (P < 0.008; Fig. 4). This Is an Important proof 
of the principle of DC-based immunization, and it is also 
significant from the point of view that tumors can induce 
tolerance or anergy. It is very promising that CTLp expan- 
sions can be Induced In far advanced and heavily pretreated 
stage IV melanoma patients. However, active Mage-3A1- 
specific effectors were generally not observed in ELISPOT 
assays, except for in two patients with high frequencies 
(>5.000/iO^ CD8+ T cells). Perhaps active CD8'^ effectors 
were rapidly sequestered In the numerous metastases, as 
suggested by the biopsy studies illustrated in Fig. 6. An al- 
ternative explanation is that looking for effectors In periph- 
eral blood 14 d after a precedlrig vaccination might simply 
be too late. 

Interestingly, In six patients, CTLp had increased to their 
highest levels after the three Intracutaneous vaccinations 
{P < 0.0013) and then decreased (P < 0.026) with subse- 
quent intravenous immunizations (Fig. 4). The decrease in 
CTLp might be due to emigration of activated Mage-3- 
reactive CTLs into tissues, tolerance induction, or clonal 
exhaustion via the intravenous route. We also observed de- 
creased responses to recall antigens in the five patients that 
we studied before and after intravenous vaccination (Fig. 3). 
The effect of the intravenous route requires additional 
study, as It may be counterproductive. In contrast, our re- 
sults clearly demonstrate that the intracutaneous route is ef- 
fective, so that the less practical Intranodal injection propa- 
gated by other investigators (11) does not seem essential. It 
will, however, be necessary to compare subcutaneous and 
intradermal routes to find out If one Is superior. 



We found regression of individual metastases in 6/11 pa- 
tients when patients were staged 14 d after the fifth vacci- 
nation fr^^le I). This percentage of responses was unex- 
pected in far advanced stage TV melanoma patients who 
were all progressive despite standard chemotherapy, and 
even chemoimmunotherapy. In the study by Nestie et al. 
(11), chemotherapy was only given to 4/16 melanoma pa- 
tients, and objective tumor responses were observed in 
5/16. Therefore, we attribute the regressions to DC-medi- 
ated induction of Mage-3A1 -specific CTLs. This interpre- 
tation is supported by the heavy infiltration with CD8**^ T 
cells of regressing but not nonregressing (skin) metastases. 
The observation that all of the metastases in patients 06 and 
08 that were excised at the end of the study were Mage-3 
mRNA* (whereas those removed at the onset wiere uni- 
formly positive) suggests immune escape of and selection 
for Mage-3 antigen-negative tumors. Immune escape 
might also iiave been responsible for the lack of tumor re- 
sponse in those nonresponders that had mounted a Mage- 
3Al-speclfic CTL response. 

After the end of the trial, surviving patients received fur- 
ther vaccinations with DCs and several tumor peptides 
(Mage-1, tyrosinase, and Mage-3) that were no longer part 
of the protocol. It is encouraging that 5/11 patients are still 
alive (Table I) 9-17 mo after study enu-y, as the expected 
median survival Iri patients progressive after chemo(im- 
muno)therapy Is only 4 mo (29. 30). One of the Initial re- 
sponders (patient 06) has recentiy experienced a complete 
response and has now been disease free for 2 mo. It is inter- 
esting that Marchand et al. (14) iiave also observed that re- 
gressions, once they have started, proceed slowly and may 
take months to complete. 

In conclusion, the use of a defijied DC vaccine com- 
bined with detailed Immunomonltorlng provides proof that 
vaccination with mature DCs expands tumor-specific T 
cells In advanced melanoma patients. In addition, we have 
found some evidence for the direct Interaction between 
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CDS"^ CTLs and tumor cells as well as for escape of antigen- 
negative metastases. We are convinced that DC-mediated 
immunization can be Intensified further to reveai the pres- 
ence of expanded populations of effector cells. Efficacy might 
be increased at the level of the DC. e.g., by optimizing 



variables such as DC maturatlonal state, route, dose, and 
schedule or by improving the short life span of DCs in vivo 
(31. 32); at the level of the T cell. e.g.. by providing mela- 
noma-specific CD4+ T ceU help (33. 34) or IL-2 (35); and 
by treating patients earlier In their disease course. 
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